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ctcgacccac gcgtccgcgc gccccaggag ccaaagccgg gctccaagtc ggcgccccac 
gtcgaggctc cgccgcagcc tccggagttg gccgcagaca agaaggggag ggagcgggag 
agggaggaga gctccgaagc gagagggcco aqcqccatqc qcctjcqccau caaaaactae 



accaaqtacc tgcgtggctc 
cccctgca eg c cc cgccgc c 
ttcgtggccc tcctggggct 
totttcogng cgcagatgga 
agaattttga gactccatga 
acaa&attaa tacctgattc 
aaggaattac aacatatcgt 
ggctcatggt tagatctggc 
actattaatg ccacegacat 
catgateggg gttgggccaa 
aatcaggatg gcttttatta 
ggagacctag ccacagagta 
atcccaagtt ctcataccct 
gaattccatt tttattccat 
at cages ccg aggtctccaa 
ggggctttca aagttcgaga 
tggatgtttg gaaacatttt 
tactaagagg catggcccca 
gaacacgcgt atttacagee 
tttaaacttt gtaatgaatt 
tacgagaaac tgcatgtggg 
gctgaagtgg agagggtgtc 
tttgaattgt cacatcatgc 
atatatgtat ttttatataa 
agtattgtaa attatatttg 
tgttgacata tttaatgttt 
ccctggggaa aacttgeage 
agtatatttc ttcgttctct 
aaaaaattaa aatggatgcc 
aatttagaaa ctaattgact 
actgaaatct gtcaagagta 
caaattgtac cttttttttt 
aagtccaatt ttaatttagt 
aatgttaatt ttttggtaca 
aaaaaa (SEQ ID NO:l) 



ggaggagatg 
gcctgcgccg 
ggggctgggc 
tcctaataga 
aaatgeagat 
atgtaggaga 
tggatcacag 
caagaggagc 
cecatetggt 
gatctccaac 
cctgtatgcc 
tettcaacta 
gatgaaagga 
aaacgttggt 
cccctcctta 
cacagactga 
ttaaaacaag 
aeggtacacg 
agtgggagat 
cccagaatta 
ctatgggagg 
atetagegea 



caggttgtct 
atatcagaag 
tttcaagaca 
attaaacagg 
cacatcagag 
aagcttgaag 
tcccataaag 
atgactttta 
aacatttget 
atggtgtacg 



tgctatagta 
taaatgtaca 
c aagga gggg 
ttaagteaac 
ttgaataata 
ttagaaagct 
gtcatataac 
ttttcaaaar 
aaatgttatc 



ggcggcggcc ccggagcccc 
ccgccgcctc 
gcagcgtcgc 
atggcactca 
caactctggo 
cccttcaagg 
cagagaaagc 
ctcagccttt 
tgagtctgtc 
gcaatggaaa 
ttcgacatca 
tcactaaaac 
agtattggtc 
agttacggtc 
ateaggatge 
ttggagtgtt 
tgtatatagg 
catgcccrtg 
tggtgtgtta 
gagcaatcac 
tggtcatgtg 
catctgaagg 
ttttctaatg 
atgtaatgtt 
aacatttaaa 
accggtgcac 
tgtttcctaa 
agacttgtca 
tggccaccag 
aaaaggatac 
gtgtttttcc 
ttagtggttt 
caataaaaac 
cctgj 



ggatttttta 
ctggacccgg 
gccccagctt 
ccaagaaaga 
actcagtatc 

gttagactca 
aaccagattg 
ggttggxccc 
atcgaaggat 



gcacgagggc 
ccgctccatg 
cctgttette 
ctgeatttat 
gagtcaagat 
agctgtgcaa 
gatggtggat 
tgctcatctc 
ctcttggtac 
actaatagtt 
tgaaacttca 
cagcatcaaa 
agggaattct 
tggagaggaa 
aacatacttt 
atgtatttcc 
tgcgtgagac 
accctgtaga 
cacaatggtt 
gggttgaeet 



ggcaaattct 



tatatttcag 
tttgattcaa 
gacatattta 
aaaaaaatgt 
agattttttc 
agcaggatgt 
gaeattgeca 
tgttgaacag 
agaaaagtta 
ttataccgta 
tatatgaaaa 



ttctttgcaa 
aatgtcttgc 
tttgtaaatt 
tatcaaatgc 
agcctgtgca 
gtgcccttca 
ataatgggee 
acaagtgccg 
atcagcaaaa 
attgectttg 



(57) Abstract: Disclosed are therapeutic methods of treating a mamma], e.g., a human patient, having a disease, disorder or con- 
g dition characterized by abnormal (excessive or insufficient) cartilage growth or skeletal growth. The methods include inhibiting 

or supplementing activity of TRANCE or TRAF6 in chondrocytes in vivo or ex vivo. Also disclosed are methods of diagnosing a 
Q cartilage disorder. The method includes detecting an elevated or reduced level of TRANCE, RANK, or TRAF6 in chondrocytes. 
£^ Also disclosed are methods of identifying a compound that increases or decreases proliferation of chondrocytes, or a compound that 
^ promotes differentiation, e.g., maturation, of chondrocytes. 
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TRANCE REGULATION OF CHONDROCYTE DIFFERENTIATION 

TECHNICAL FIELD 
This invention relates to molecular biology, cell biology, anatomy and medicine. 

BACKGROUND 

The skeleton is a dynamic system throughout life, balancing the need for physical 
support and locomotion with the requirement for precisely regulated concentrations of 
circulating mineral ions. These processes begin in utero and are coordinated with growth of 
the individual by a collaboration between the cells of cartilage and bone. The two principal 
cell types in bone are osteoblasts, which secrete bone matrix, and osteoclasts, which resorb 
bone. The coupled actions of both osteoblasts and osteoclasts are required for normal 
skeletal formation and maintenance, and for mineral homeostasis (Broadus, 1996, in Primer 
on the Metabolic Bone Diseases and Disorders of Mineral Metabolism^ Favus (ed.), 
Lippincott-Raven, Philadelphia, pp. 57-63). 

TRANCE (tumor necrosis factor-related, activation induced cytokine) is a member of 
the tumor necrosis factor family. It was initially discovered as a T-cell produced factor 
supporting the survival and activity of antigen presenting dendritic cells of the immune 
system (Anderson et al., 1997, Nature 390:175-179; Wong et al., 1997, J. Biol Chem. 
272:25190-25194; Wong et al., 1999, Mol Cell 4:1041-1049). TRANCE has also been 
known as RANKL (receptor activator of NF-kB ligand). It was soon recognized that 
TRANCE was what had been known as osteoclast differentiation factor (ODF). ODF is 
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produced by osteoblasts and plays an obligatory role in the formation and activation of 
osteoclasts, which are multinucleated, monocyte-macrophage lineage derived cells that carry 
out bone resorption (Yasuda et al., 1998, Proc. Natl Acad. Set USA 95:3597-3602), The 
roles of TRANCE in the immune system and skeletal system were apparent in the phenotype 
5 of TRANCE-null (TRANCE knockout) mice. The knockout mice had severe osteopetrosis, 
lacked osteoclasts, failed to develop lymph nodes, and had defective T-cell and B-cell 
differentiation (Kong et al., 1999, Nature 397:3 15-323). Kong et al. referred to TRANCE as 
OPGL (osteofirotegerin Ugand). 

TRANCE binding to its receptor (TRANCE-R, or RANK (receptor activator of NF- 

10 kB)) (a member of the tumor necrosis factor receptor family) activates the same intracellular 
signaling cascade in primary cultures of both dendritic cells and osteoclasts (Wong et al., 
1999, Afo/. Cell 4:1041-1049). The cytoplasmic domain of TRANCE-R is associated with 
TNF-receptor-associated factor 6 (TRAF6), which upon binding of TRANCE, enhances the 
kinase activity of c-src to activate the antiapoptotic serine/threonine kinase Akt/PKB, 

15 presumably thereby permitting the survival and activation of osteoclasts to resorb bone. 

SUMMARY 

The invention is based on the discovery that TRANCE acts directly on cartilage- 
producing cells (chondrocytes). More particularly, TRANCE directly regulates the 
maturation of growth plate chondrocytes during endochondral ossification. In addition, it has 

20 been discovered that RANK and TRAF6 are expressed in precisely the regions of growing 

cartilage where many critical events occur in the transition from bone to cartilage, i.e., a zone 
of cartilage growth called the pre-hypertrophic zone. 

Based on these discoveries, the invention features methods of treating a mammal, 
e.g., a human patient, having a disorder, e.g., a disease or condition, characterized by 

25 insufficient cartilage growth or insufficient skeletal growth, e.g., dwarfism, osteopetrosis, 
craniofacial-skeletal discrepancies, and bone or cartilage damage resulting from traumatic 
injury, surgery, osteoarthritis, or rheumatoid arthritis. The methods involve limiting or 
reducing TRANCE-dependent effects in chondrocytes. In one aspect, the invention provides 
a method of treating a mammal having a disorder comprising insufficient cartilage growth or 

30 insufficient skeletal growth by administering to the mammal an amount of a tumor necrosis 
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factor-related activation induced cytokine (TRANCE)-inhibiting agent effective to increase 
cartilage growth or skeletal growth. In one embodiment, the method includes administering 
to the mammal an antisense molecule, e.g., an antisense nucleic acid, directed against a 
TRANCE RNA or a TRAF6 RNA. The antisense nucleic acid can be administered locally at 
5 a site of insufficient cartilage growth or insufficient skeletal growth. In another embodiment, 
the TRANCE-inhibiting agent is a TRANCE-binding molecule that sequesters TRANCE to 
form an inactive complex. The TRANCE-binding molecule can be, for example, an isolated 
RANK receptor, or a TRANCE-binding fragment thereof; or an anti-TRANCE antibody, or 
TRANCE-binding fragments thereof. 

10 In another aspect, invention also features methods of treating a mammal having a 

disorder characterized by excessive cartilage growth or excessive skeletal growth, e.g., 
acromegaly, gigantism, exostosis cartilaginea, exostosis bursata, and multiple 
osteocartilaginous exostoses. Thus, the invention provides a method of treating a mammal 
having a disorder comprising excessive cartilage growth or excessive skeletal growth, by 

15 administering to the mammal an amount of a TRANCE-increasing agent effective to 

decrease cartilage growth or skeletal growth. In one embodiment, the TRANCE-increasing 
agent is a polypeptide comprising a tumor necrosis factor (TNF) domain of a TRANCE 
protein. The TRANCE protein can be from any mammal, e.g., a human or mouse TRANCE 
protein. In some embodiments, the polypeptide is locally administered to the mammal at a 

20 site of excessive cartilage growth or excessive skeletal growth. In other embodiments, the 
polypeptide is a polypeptide that includes amino acids 126-317 (SEQ ID NO:3), 137-317 
(SEQ IDNO:4), 140-317 (SEQ ED NO:5), 145-317 (SEQ ED NO:6), 158-317 (SEQ ID 
NO:7) or 159-317 (SEQ ID NO:8) of human TRANCE (SEQ ID NO:2), but lacks the 
TRANCE cytoplasmic domain and transmembrane domain. In still other embodiments, the 

25 polypeptide consists of only amino acids 126-317, 137-317, 140-317, 145-317, 158-317 or 
159-317 of human TRANCE. 

In another embodiment, the TRANCE-increasing agent is a TRAF6 polypeptide. The 
TRAF6 polypeptide can be from any mammal, e.g., a human. The method can further 
include introducing a TRAF6 polypeptide into a chondrocyte at a site of excessive cartilage 

30 growth or excessive skeletal growth in the mammal. The TRAF6 polypeptide can be 

introduced indirectly by local administration of an expression vector including a TRAF6- 
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encoding nucleotide sequence operably linked to one or more expression control sequences. 
Administration is such that the expression vector enters the chondrocyte and expresses the 
TRAF6 polypeptide in the chondrocyte. Alternatively, the TRAF6 polypeptide can be 
introduced directly. For example the TRAF6 polypeptide can be linked to a membrane 
5 translocation moiety to form a cell-permeating TRAF6, and administered at a site of 
insufficient cartilage growth or insufficient skeletal growth. 

In another aspect, the invention features methods of promoting growth of cartilage in 
a mammal. In some embodiments, the method includes removing cartilage from a mammal; 
culturing the cartilage in vitro; contacting chondrocytes in the cartilage with a TRANCE 

10 inhibiting agent; and re-introducing the cartilage into the mammal. In specific embodiments, 
the TRANCE-inhibiting agent is, for example, a TRANCE antisense nucleic acid or a 
TRAF6 antisense nucleic acid. In yet another embodiment, the TRANCE-inhibiting agent is 
a TRANCE-binding molecule, e.g., an isolated RANK receptor, or a TRANCE-binding 
fragment thereof, or an anti-TRANCE antibody, or TRANCE-binding fragments thereof. 

15 In another aspect, the invention features a method of diagnosing a cartilage disorder 

in a mammal. The method comprises obtaining a chondrocyte from the mammal; detecting a 
level of TRANCE, RANK, or TRAF6 in the chondrocyte, where a level of TRANCE, 
RANK, or TRAF6 that is elevated or reduced compared to a normal level indicates the 
presence of a cartilage disorder in the mammal. 

20 In still another aspect, the invention features a method of identifying a candidate 

TRANCE-inhibiting compound. The method comprises obtaining a cultured, proliferating 
test chondrocyte; contacting the test chondrocyte with a test compound and a TRANCE 
polypeptide; and detecting proliferation in the test chondrocyte compared to a control 
chondrocyte contacted with a TRANCE polypeptide unaccompanied by the test compound, 

25 where an increase in proliferation indicates that the test compound is a candidate TRANCE- 
inhibiting compound. The chondrocyte can be any chondrocyte, e.g., a primary chondrocyte, 
a chondrocyte from a cultured chondrocyte cell line, a primary chondrocyte from a TRANCE 
null, transgenic non-human mammal, or a chondrocyte from a cultured chondrocyte cell line 
derived from a TRANCE null, transgenic non-human mammal. 

30 In yet another aspect, the invention features a method of identifying a candidate 

TRANCE-increasing compound. The method comprises obtaining a cultured, proliferating 
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test chondrocyte; contacting the test chondrocyte with a test compound and a TRANCE 
polypeptide; and detecting proliferation in the test chondrocyte compared to a control 
chondrocyte contacted with a TRANCE polypeptide unaccompanied by the test compound, 
where a decrease in proliferation indicates that the test compound is a candidate TRANCE- 
increasing compound. The chondrocyte can be any chondrocyte, e.g. a primary chondrocyte, 
a chondrocyte from a cultured chondrocyte cell line, a primary chondrocyte from a TRANCE 
null, transgenic non-human mammal, or a chondrocyte from a cultured chondrocyte cell line 
derived from a TRANCE null, transgenic non-human mammal. 

Unless otherwise defined, all technical and scientific terms used herein have the same 
meaning as commonly understood by one of ordinary skill in the art to which this invention 
belongs. Although methods and materials similar or equivalent to those described herein can 
be used in the practice or testing of the present invention, suitable methods and materials are 
described below. All publications, patent applications, patents, and other references 
mentioned herein are incorporated by reference in their entirety. In case of conflict, the 
present specification, including definitions, will control. In addition, the materials, methods, 
and examples are illustrative only and not intended to be limiting. 

The details of one or more embodiments of the invention are set forth in the 
accompanying drawings and the description below. Other features, objects, and advantages 
of the invention will be apparent from the description and drawings, and from the claims. 

BRIEF DESCRIPTION OF THE DRAWINGS 

FIG. 1 is a representation of the Human TRANCE splice variant 1 cDNA, GenBank 
accession # NM0Q3701 (SEQ ID NO:l). An example of a target region for antisense 
nucleic acids is shown italicized and underlined, with the translation start site in bold. 

FIG. 2 is a representation of the Human TRANCE splice variant 1 amino acid 
sequence (SEQ ID NO:2). 

FIG. 3 is a representation of the Human TRANCE splice variant 2 cDNA, GenBank 
Accession # NM_033012 (SEQ ID NO:9). An example of a target region for antisense 
nucleic acids is shown italicized and underlined, with the translation start site in bold. 

FIG. 4 is a representation of the Human TRANCE splice variant 2 amino acid 
sequence (SEQ ID NO: 10). 
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FIG, 5 is a representation of the cDNA sequence of human TRANCE receptor 
(RANK), GenBank accession #NMJ)03839 (SEQ ID NO: 1 1), 

FIG. 6 is a representation of the Human TRANCE receptor (RANK) amino acid 
sequence (SEQ ID NO:12). 
5 FIG. 7 is a representation of the Human TRAF6 cDNA, GenBank Accession # 

XM_006284 (SEQ ID NO: 13). An example of a target region for antisense nucleic acids is 
shown italicized and underlined, with the translation start site in bold. 

FIG. 8 is a representation of the Human TRAF6 amino acid sequence (SEQ ID 
NO: 14). 

10 FIGS. 9A-D is a representation of an alignment of TRANCE cDNA sequences from 

mouse (SEQ ID NO: 1 5) and human splice variant 1 (SEQ ID NO: 1). The symbol (*) 
indicates an identity, and the symbol ( -) indicates a gap. 

FIG. 10 is a representation of an alignment of TRANCE amino acid sequences from 
mouse (SEQ ID NO: 16) and human splice variant 1 (SEQ ID NO:2). The symbol (*) 

15 indicates an identity; the symbol ( -) indicates a gap; the symbol ( . ) indicates non- 
conservative substitution; and the symbol (:) indicates conservative substitution. 

FIG* 11 is a representation of the TNF core domain of human TRANCE, beginning at 
amino acid #159 and continuing to the carboxy terminus (SEQ ID NO:8). Below the 
sequence are some examples of conservative amino acid substitutions that should not 

20 substantially alter the biological activity of TRANCE. 



DETAILED DESCRIPTION 

TRANCE directly regulates the maturation, i.e., differentiation, of growth plate 
chondrocytes during endochondral ossification. TRANCE acts in growth plate chondrocytes 
25 by operating directly through a RANK and TRAF6-mediated pathway present in the 

chondrocytes. Various defects and disorders in cartilage maturation and bone growth result 
from abnormal, i.e., excessive or insufficient, TRANCE activity mediated by RANK and 
TRAF6 in chondrocytes. Based on these discoveries, the invention includes various 
therapeutic, diagnostic, and screening methods. 
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Therapeutic Methods 

The invention provides therapeutic methods that fall into two basic categories: 
inhibiting (e.g., limiting or reducing) TRANCE activity, and increasing, e.g., supplementing 
or providing TRANCE activity where there is insufficient or no TRANCE activity. Whether 
5 TRANCE activity is inhibited or increased depends on the disease, disorder, or condition 
being treated. 

Inhibiting TRANCE Activity 

In some embodiments, the invention provides for treating a disorder characterized by 

10 insufficient cartilage growth or insufficient skeletal growth, e.g., dwarfism, osteopetrosis, 
craniofacial-skeletal discrepancies, and bone or cartilage damage resulting from traumatic 
injury, surgery, osteoarthritis, or rheumatoid arthritis. In general, to treat such a disorder or 
condition characterized by insufficient cartilage growth, cellular TRANCE activity is limited 
or reduced by the administration of a TRANCE-inhibiting agent One such TRANCE- 

15 inhibiting agent is an antisense oligonucleotide directed against TRANCE mRNA. The 

antisense oligonucleotide interferes with translation of TRANCE mRNA, thereby inhibiting 
expression of TRANCE polypeptides in cells. 

An antisense nucleic acid effective to inhibit expression of an endogenous TRANCE 
gene can include a nucleotide sequence complementary to an entire TRANCE RNA or only a 

20 portion of the RNA. On one hand, the antisense nucleic acid needs to be long enough to 
hybridize effectively with the TRANCE RNA. Therefore, the minimum length is 
approximately 10, 11, 12, 13, 14, or 15 nucleotides. On the other hand, as length increases 
beyond about 150 nucleotides, effectiveness at inhibiting translation increases only 
marginally, while difficulty in introducing the antisense nucleic acid into target cells may 

25 increase significantly. In view of these considerations, a preferred length for the antisense 

nucleic acid is from about 15 to about 150 nucleotides, e.g., 20, 25, 30, 35, 40, 45, 50, 60, 70, 
or 80 nucleotides. The antisense nucleic acid can be complementary to a coding region of 
TRANCE mRNA or a 5* or 3' non-coding region of a TRANCE mRNA (or both). One 
effective approach is to design the antisense nucleic acid to be complementary to a region on 

30 both sides of the translation start site of the TRANCE mRNA, e.g., complementary to a 
region including about nucleotide -1 0 to +10 of the TRANCE mRNA. 
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For example, human TRANCE antisense oligonucleotides that consist of 24 to 50 
nucleotides encompassing the translation initiation codon can be used to inhibit TRANCE 
activity. In Homo sapiens tumor necrosis factor (ligand) superfamily, member 1 1 
(TNFSF1 1), mRNA splice variant 1 (GenBank Accession # NM 003701.2), this would 
5 include the region from nucleotides 141 to 190 (SEQ ID NO:17) , including the start codon at 
nucleotide number 157 (see FIG. 1). In mRNA splice variant 2 (GenBank Accession # 
NMJ)33012.1), this would include nucleotides 81 to 131 (SEQIDNO.IS), includingthe 
start codon at nucleotide number 95 (see FIG.3). 

TRANCE-dependent effects in chondrocytes also can be effectively limited or 

10 reduced by administering an antisense molecule directed against TRAF6 mRNA. By 

inhibiting cellular expression of TRAF6 polypeptides, which mediate TRANCE activity in at 
least some TRANCE-dependent effects in chondrocytes, TRANCE activity is inhibited 
indirectly. Thus, antisense oligonucleotides strand directed against TRAF6 mRNA is also a 
TRANCE-inhibiting agent 

15 For example, human TRAF6 antisense oligonucleotides that consist of 24 to 50 

nucleotides encompassing the translation initiation codon can be used to indirectly inhibit 
TRANCE activity. In Homo sapiens TNF receptor-associated factor 6 (TRAF6), mRNA 
(GenBank Accession # XM_006284.3), this would include the region from nucleotides 208 
to 258 (SEQ ID NO: 19), including the start codon at nucleotide 222. 

20 The antisense nucleic acid can be chemically synthesized, e.g., using a commercial 

nucleic acid synthesizer according to the vendor's instructions. Alternatively, the antisense 
nucleic acids can be produced using recombinant DNA techniques. An antisense nucleic 
acid can incorporate only naturally occurring nucleotides. Alternatively, it can incorporate 
variously modified nucleotides or nucleotide analogs to increase its in vivo half-life or to 

25 increase the stability of the duplex formed between the antisense molecule and its target 
RNA. Examples of nucleotide analogs include phosphonothioate derivatives and acridine- 
substituted nucleotides. Given the description of the targets and sequences, the design and 
production of suitable antisense molecules is within ordinary skill in the art. For guidance 
concerning antisense nucleic acids, see, e.g., Goodchild, "Inhibition of Gene Expression by 

30 Oligonucleotides," in Topics in Molecular and Structural Biology, Vol. 12: 
Oligodeoxynucleotides (Cohen, ed.>, MacMillan Press, London, pp. 53-77. 
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Delivery of antisense oligonucleotides can be accomplished by any method known to 
those of skill in the art For example, delivery of antisense oligonucleotides for cell culture 
and/or ex vivo work can be done by standard methods such as the liposome method or simply 
by addition of membrane-permeable oligonucleotides. To resist nuclease degradation, 
5 chemical modifications such as phosphorothionate backbones can be incorporated into the 
molecule. 

Delivery of antisense oligonucleotides for in vivo applications can be accomplished, 
for example, via local injection of the antisense oligonucleotides at an affected site. This 
method has previously been demonstrated for psoriasis growth inhibition and for 

10 cytomegalovirus inhibition. See, for example, Wraight et al., (2001). Pharmacol Ther. Apr; 
90(1):89-104.; Anderson, et al., (1996) Antimicrob Agents Chemother 40: 2004-201 1; and 
Crooke et al., J Pharmacol Exp Ther 277: 923-937. 

As another example, the antisense oligonucleotide or a plasmid encoding it can be 
mixed with collagen or other biocompatible polymer and implanted to achieve sustained 

15 release into the cartilage matrix. See, for example, Kyriakides et al., (2001) Mol Ther. 
3(6):842-9. 

TRANCE-dependent effects in chondrocytes also can be effectively limited or 
reduced by locally administering a soluble TRANCE-binding molecule or agent, e.g., a 
molecule or agent which can sequester TRANCE in an inactive complex, into an 

20 extracellular matrix surrounding the chondrocytes. The soluble TRANCE-binding molecule 
competes with RANK, i.e., the physiological TRANCE receptor, anchored on the surfaces of 
the chondrocytes, thereby sequestering TRANCE. An example of a soluble TRANCE- 
binding molecule is osteoprotegerin (OPG; a soluble form of RANK), which is secreted from 
some types of mammalian cells. See, e.g., Simonet et al., 1997, Cell 89:309-319. Thus, 

25 soluble TRANCE-binding molecules are TRANCE inhibiting agents. 

As another example, the soluble TRANCE-binding molecule can be an isolated 
RANK receptor. FIG. 5 depicts the cDNA sequence of human TRANCE receptor (RANK), 
GenBank accession #NM_003839 (SEQ ID NO:l 1), and FIG. 6 depicts the RANK amino 
acid sequence (SEQ ID NO: 12). The soluble TRANCE-binding molecule can also be a 

30 TRANCE-binding fragment of a RANK receptor, e.g. a fragment of a RANK receptor, which 
retains the ability to interact with a TRANCE molecule. The RANK receptor can be a 



-9- 



WO 02/16551 



PCTYUS01/26101 



natural RANK receptor, e.g., RANK receptors harvested directly from chondrocytes. The 
skilled artisan will appreciate that TRANCE-binding fragments of the natural RANK 
receptor can be created, for example, by digestion with appropriate enzymes. Similarly, the 
RANK receptor can be a recombinant or synthetic RANK receptor. It is contemplated by the 
5 present invention that nucleic acid sequences encoding a RANK receptor (e.g., Accession 
No: AF018253), or TRANCE-binding fragments thereof, can be linked to an appropriate 
promoter for production of RANK receptors or TRANCE-binding fragments in any given 
expression system. Alternatively, whole RANK receptors, e.g. whole recombinant RANK 
receptors, can be produced in an expression system, and then subjected to an appropriate 

10 process, e.g. enzymatic digestion, to create TRANCE-binding fragments of RANK receptors. 

As yet another example, the TRANCE-binding molecule (TRANCE-inhibiting agent) 
can be an antibody, e.g., an anti-TRANCE antibody, or a TRANCE-binding fragment 
thereof. The anti-TRANCE antibody can be a polyclonal or a monoclonal antibody. 
Alternatively, the antibody can be recombinantly produced, e.g., produced by phage display 

15 or by combinatorial methods as described in, e.g., Ladner et al. U.S. Patent No. 5,223,409; 
Kang et al. International Publication No. WO 92/18619; Dower et al. International 
Publication No. WO 91/17271; Winter et al. International Publication WO 92/20791; 
Markland et bL International Publication No. WO 92/1 5679; Breitling et al. International 
Publication WO 93/01288; McCafferty et al. International Publication No. WO 92/01047; 

20 Garrard et al. International Publication No. WO 92/09690; Ladner et al. International 

Publication No. WO 90/02809; Fuchs et al. (1991) Bio/Technology 9:1370-1372; Hay et al. 
(1992) HumAntibodJfybridomas3:&US5; Huse et al. (1989) Science 246:1275-1281; 
Griffihs et al. (1993) EMBO J 12:725-734; Hawkins et al. (1992) JMol Bio! 226:889-896: 
Clackson et al. (1991) Nature 352:624-628; Gram et al. (1992) PNAS 89:3576-3580; Garrad 

25 et al. (1991) Bio/Technology 9:1373-1377; Hoogenboom et al. (l99l)Nuc AcidRes 19:4133- 
4137; and Barbas et al. (1991) 88:7978-7982. 

As used herein, the term "antibody" refers to a protein comprising at least one, and 
preferably two, heavy (H) chain variable regions (abbreviated herein as VH), and at least one 
and preferably two light (L) chain variable regions (abbreviated herein as VL). The VH and 

30 VL regions can be further subdivided into regions of hypervariability, termed 

"complementarity determining regions" ("CDR"), interspersed with regions that are more 
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conserved, termed "framework regions" (FR). The extent of the framework region and 
CDR's has been precisely defined (see, Kabat, E.A., etal (1991) Sequences of Proteins of 
Immunological Interest, Fifth Edition, U.S. Department of Health and Human Services, NIH 
Publication No. 91-3242, and Chothia, C. et al. (1987) J. Mol Biol 196:901-917). Each VH 
5 and VL is composed of three CDR's and four FRs, arranged from amino-terminus to 
carboxy-terminus in the following order: FR1, CDR1, FR2, CDR2, FR3, CDR3, FR4. 

An anti-TRANCE or anti-RANK antibody can further include a heavy and light chain 
constant region, to thereby form a heavy and light immunoglobulin chain, respectively. The 
antibody can be a tetramer of two heavy immunoglobulin chains and two light 

10 immunoglobulin chains, wherein the heavy and light immunoglobulin chains are inter- 
connected by, e.g., disulfide bonds. The heavy chain constant region is comprised of three 
domains, CHI, CH2, and CH3. The light chain constant region is comprised of one domain, 
CL. The variable region of the heavy and light chains contains a binding domain that 
interacts with an antigen. The constant regions of the antibodies typically mediate the 

15 binding of the antibody to host tissues or factors, including various cells of the immune 
system (e.g., effector cells) and the first component (Clq) of the classical complement 
system. 

A "TRANCE-binding fragment," or a "RANK-binding fragment" of an antibody 
refers to one or more fragments of a full-length antibody that retain the ability to specifically 

20 bind to TRANCE or a portion thereof or RANK or a portion thereof. "Specifically binds" 
means that an antibody or ligand binds to a particular target to the substantial exclusion of 
other substances. Examples of TRANCE- or RANK-binding fragments of an anti-TRANCE 
or anti-RANK antibody include, but are not limited to: (i) a Fab fragment, a monovalent 
fragment consisting of the VL, VH, CL and CHI domains; (ii) a F(ab , )2 fragment, a bivalent 

25 fragment comprising two Fab fragments linked by a disulfide bridge at the hinge region; (iii) 
a Fd fragment consisting of the VH and CHI domains; (iv) a Fv fragment consisting of the 
VL and VH domains of a single arm of an antibody, (v) a dAb fragment (Ward et al 9 (1989) 
Nature 341:544-546), which consists of a VH domain; and (vi) an isolated complementarity 
determining region (CDR). Furthermore, although the two domains of the Fv fragment, VL 

30 and VH, are encoded by separate genes, they can be joined, using recombinant methods, by a 
synthetic linker that enables them to be made as a single protein chain in which the VL and 
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VH regions pair to form monovalent molecules (known as single chain Fv (scFv); see e.g., 
Bird et al (1988) Science 242:423-426: and Huston et al (1988) Proc. Natl Acad ScL USA 
85:5879-5883). Such single chain antibodies are also encompassed within the term 
"TRANCE-binding fragment" or **RANK-binding fragment" of an antibody. These antibody 
fragments can be obtained using conventional techniques known to those with skill in the art. 

The anti-TRANCE or anti-RANK antibody can be a fully human antibody (e.g., an 
antibody made in a mouse which has been genetically engineered to produce an antibody 
from a human immunoglobulin sequence), or a non-human antibody, e.g., a rodent (mouse or 
rat), goat, primate (e.g., monkey), camel, donkey, porcine, or fowl antibody. 

An anti-TRANCE or anti-RANK antibody can be one in which the variable region, or 
a portion thereof, e.g., the CDR's, are generated in a non-human organism, e.g., a rat or 
mouse. The anti-TRANCE or anti-RANK antibody can also be, for example, chimeric, 
CDR-grafted, or humanized antibodies. The anti-TRANCE or anti-RANK antibodies can 
also be generated in a non-human organism, e.g., a rat or mouse, and then modified, e.g., in 
the variable framework or constant region, to decrease antigenicity in a human. 

Another approach to inhibiting TRANCE-dependent effects in chondrocytes is the 
administration of a TRANCE antagonist that binds to (blocks) RANK on chondrocyte 
surfaces, without triggering signal transduction. The soluble RANK-binding molecule 
competes with TRANCE thereby sequestering RANK. Such RANK blockers can be 
identified using a screening method described below. Alternatively, the TRANCE antagonist 
can be an anti-RANK antibody, or fragment thereof, as described above. 

Agents, e.g., antibodies and/or compounds, that are used to inhibit the interaction of 
TRANCE with its receptor, can be specifically targeted to the second cysteine-rich domain 
(CRD2) domain of the receptor (RANK), where TRANCE and RANK have direct contact. 
Alternatively, TRANCE binding to its receptor can be blocked by agents that bind to the 
trimer-forming interface on the TRANCE monomer, or that mimic the receptor contact sites 
along CRD2 in the receptor. See, e.g., Locksley et al., Cell (2001) 104(4):487-501 . 

Increasing TRANCE Activity 

In some embodiments, the invention is used to treat a disease, disorder, or condition 
characterized by excessive cartilage growth or excessive skeletal growth. Examples of such 
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diseases, disorders, or conditions include acromegaly, gigantism, exostosis cartilaginea, 
exostosis bursata, and multiple osteocartilaginous exostoses. In some situations, excessive 
cartilage growth is reflected in excessive bone growth, e.g., gigantism. In general, to treat a 
disease, disorder, or condition characterized by excessive cartilage growth or excessive 
5 skeletal growth, TRANCE activity and/or TRAF6 activity is therapeutically increased in 
chondrocytes in a location where cartilage growth or skeletal growth is insufficient by 
administering a TRANCE-increasing agent Increased TRANCE activity or TRAF6 activity 
(or both) can be accomplished in various ways, as described herein. 

For example, new or supplemental TRANCE activity can be provided in vivo by local 
10 administration of a recombinant, soluble TRANCE polypeptide (a type of TRANCE- 

increasing agent) (SEQ ID NO:2) at a site of excessive cartilage growth or excessive skeletal 
growth. For example, a therapeutically effective amount of a human TRANCE polypeptide 
dissolved in a pharmaceutically acceptable medium can be injected into a joint, e.g., a knee, 
of a human patient 

15 FIG. 2 depicts the Human TRANCE splice variant 1 amino acid sequence (SEQ ID 

NO:2), and FIG. 4 depicts the Human TRANCE splice variant 2 amino acid sequence (SEQ 
ID NO: 1 0). Further examples of suitable soluble TRANCE polypeptides include the 
following: a polypeptide that includes amino acids 126-317 (SEQ IDNO:3), 137-317 (SEQ 
ID NO:4), 140-317 (SEQ ID NO:5), 145-317 (SEQ ID NO:6), 158-317 (SEQ ID NO:7), or 

20 159-3 17 (SEQ ID NO:8) of human TRANCE (SEQ ED NO:2), but lacks the TRANCE 

cytoplasmic domain and transmembrane domain (see, e.g., Lacey et ah, 1998, Cell 93:165- 
176). Such polypeptides can be used "as is" or modified. Examples of modifications include 
derivatization of amino acid side chains, glycosylation, conservative amino acid 
substitutions, and chemical conjugation or fusion to non-TRANCE polypeptide moieties. 

25 One example of a useful polypeptide is a soluble, C-terminal fragment 

(approximately 31 kD), which contains the TNF domain of the TRANCE polypeptide. This 
polypeptide can be produced by cleavage of full-length TRANCE, e.g., from mammalian 
cells expressing TRANCE. This soluble, TNF domain-containing TRANCE polypeptide 
fragment exerts a therapeutic effect by binding to a cell surface receptor on chondrocytes, 

30 e.g., RANK. Therefore, when administered as described herein, entry of the soluble, TNF 
domain-containing TRANCE polypeptide fragment into chondrocytes or other cells, i.e., 
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crossing of an intact cytoplasmic membrane, is not necessary to achieve the desired 
therapeutic effect. 

As another example, TRANCE activity can be increased by supplementing the supply 
of TRAF6, a TRANCE-triggered downstream signaling factor, in chondrocytes. Thus, 
5 TRAF6 polypeptides can serve as TRANCE-increasing agents. A therapeutically effective 
amount of TRAF6 can be introduced into chondrocytes directly or indirectly. , Direct 
introduction of TRAF6 into chondrocytes involves administration of TRAF6 polypeptide. A 
directly administered TRAF6 polypeptide can be covalently linked to a membrane 
translocation moiety using known techniques, which facilitates entry of the TRAF6 

10 polypeptide into the chondrocyte from the extracellular matrix. Examples of useful 

membrane translocation moieties include the internalization peptide sequence derived from 
Antennapedia (Bonfenti et al., Cancer Res. 57:1442-1446) or from an HIV tat peptide (U.S. 
Patent No. 5,652,122), either of which can be fused to the N-terminus of the TRAF6 
polypeptide. Alternatively, the TRAF6 polypeptide can be expressed in the chondrocyte 

15 following introduction of a TRAF6 polypeptide-encoding DNA, e.g., in a conventional 
expression vector. 

A TRANCE polypeptide or TRAF6 polypeptide can be introduced indirectly into a 
mammal, e.g., a mouse, rat, rabbit, or human patient, by expressing within chondrocytes of 
the mammal a nucleic acid construct containing a nucleotide sequence encoding a TRANCE 

20 polypeptide or TRAF6 polypeptide. Any expression vector suitable for transfecting a 

mammalian cell can be used in the invention. The nucleic acid construct can be derived from 
a non-replicating linear or circular DNA or RNA vector, or from an autonomously replicating 
plasmid or viral vector. Methods for constructing suitable expression vectors are known in 
the art, and useful materials are commercially available. A number of vectors suitable for 

25 stable transfection of mammalian cells are available to the public, see, e.g., Pouwels et al. 

(supra); methods for constructing such cell lines are also publicly known, e.g., in Ausubel et 
al. (supra). In one example, DNA encoding the protein is cloned into an expression vector 
that includes the dihydrofolate reductase pHFR) gene. Integration of the plasmid and the 
TRANCE or TRAF6 polypeptide-encoding gene into the host cell chromosome is selected 

30 for by including 0.01-300 \M methotrexate in the cell culture medium (as described in 
Ausubel et al., supra). This dominant selection can be accomplished in most cell types. 
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Regardless of TRANCE polypeptide or TRAF6 polypeptide delivery methods used, 
response to therapeutic treatment according to the invention can be measured by various 
suitable methods known in the art For example, conventional radiography can be used to 
assess skeletal growth or repair following treatment Other methods of assessing response to 
5 therapeutic treatment include nuclear magnetic resonance (NMR) imaging, tomography, and 
measurements of bone mineral density. 

In Vitro and Ex Vivo Therapeutic Methods 

The invention includes methods of inhibiting chondrocyte differentiation and/or 
10 promoting growth of cartilage in vitro. In such methods, an effective amount of a TRANCE 
antisense nucleic acid, a TRAF6 antisense nucleic acid, or a TRANCE-binding agent, is 
added to the growth medium of cultured chondrocytes or cultured cartilage-containing 
chondrocytes. 

In some embodiments of the invention, chondrocytes or cartilage are removed from a 
15 mammal, e.g., a human patient, treated with a TRANCE antisense nucleic acid, a TRAF6 
antisense nucleic acid, or a TRANCE-binding agent in vitro to inhibit chondrocyte 
x differentiation and/or to promote cartilage growth, and then re-introduced (reimplanted) at a 
location in the body of the mammal where cartilage growth or proliferating chondrocytes are 
needed. In vitro culture of chondrocytes and surgical implantation of chondrocytes and/or 
20 cartilage is known in the art. See, e.g., Kuettner, U.S. Patent No. 4,356,26 1 ; Tubo et at, U.S. 
Patent No. 5,786,217; and Tubo et at, U.S. Patent No.5,723,33 1 . 

Diagnostic Methods 

Various diseases, disorders, or conditions involving excessive cartilage growth or 

25 insufficient cartilage growth can be diagnosed, assessed or studied in a mammal, e.g., a 
human patient, according to the invention. This is accomplished by detecting an elevated 
level or a reduced level of TRANCE, RANK, or TRAF6 in a sample of chondrocytes from 
the mammal. In general, overexpression of TRANCE or TRAF6 is associated with 
insufficient cartilage growth, and an abnormally low amount of functional (biologically 

30 active) TRANCE, RANK, or TRAF6 polypeptides in an affected tissue is associated with 

excessive cartilage growth. An abnormally low level of active TRANCE, RANK, or TRAF6 
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polypeptides can result from any of various factors, including defects in the respective 
genomic coding sequences, defects in the respective expression control elements, altered 
cellular localization of the RNAs or polypeptides, deficient processing or translation of the 
RNA, and increased degradation of the polypeptides. Therefore, diagnostic methods can 
5 include one or more of the following: examination of genomic TRANCE, RANK, or TRAF6 
coding sequences in chondrocytes; examination of TRANCE, RANK, or TRAF6 expression 
control sequences in chondrocytes; measurement of TRANCE, RANK, or TRAF6 mRNA 
levels in chondrocytes, e.g., by Northern blot or dot blot; detection of TRANCE, RANK, or 
TRAF6 RNA and/or polypeptide localization in chondrocytes, e.g., by in situ hybridization; 

10 and measurement of TRANCE, RANK, or TRAF6 polypeptide levels in chondrocytes or 
cartilage, e.g., by ELISA or Western blot 

For example, isolated TRANCE, RANK, or TRAF6 mRNA can be used in 
hybridization or amplification assays that include, but are not limited to, Southern or 
Northern analyses, polymerase chain reaction analyses and probe arrays. One diagnostic 

1 5 method for the detection of TRANCE, RANK, or TRAF6 mRNA levels involves contacting 
isolated mRNA with a nucleic acid molecule (probe) that can hybridize to TRANCE, RANK, 
or TRAF6 mRNA encoded by the gene being detected. The nucleic acid probe can be, for 
example, a full-length TRANCE, RANK, or TRAF6 nucleic acid, or a portion thereof, which 
specifically hybridizes under stringent conditions to TRANCE, RANK, or TRAF6 mRNA or 

20 genomic DNA. In one format, mRNA (or cDNA) is immobilized on a surface and contacted 
with the probes, for example by running the isolated mRNA on an agarose gel and 
transferring the mRNA from the gel to a membrane, such as nitrocellulose. In an alternative 
format, the probes are immobilized on a surface and the isolated mRNA (or cDNA) is 
contacted with the probes, for example, in a two-dimensional gene chip array. A skilled 

25 artisan can adapt known mRNA detection methods for use in detecting the level of mRNA 
encoded by the TRANCE, RANK, or TRAF6 genes. 

Hie level of mRNA in a sample that is encoded by TRANCE, RANK, or TRAF6 
genes can be evaluated with nucleic acid amplification, e.g., by rtPCR (Mullis (1987) U.S. 
Patent No. 4,683,202), ligase chain reaction (Barany (1991) Proc. Natl Acad. Sci. USA 

30 88:189-193), self sustained sequence replication (Guatelli et al 9 (1990) Proc. Natl Acad. Sci. 
USA 87:1874-1878), transcriptional amplification system (Kwoh et al 9 (1989), Proc. Natl 



-16- 



WO 02/16551 



PCT/US01/26101 



Acad Set USA 86: 1 173-1 177), Q-Beta Replicase (Lizardi et aL, (1988) Bio/Technotogy 
6: 1 197), rolling circle replication (Lizardi et al 9 U.S. Patent No. 5,854,033) or any other 
nucleic acid amplification method, followed by the detection of the amplified molecules 
using techniques known in the art As used herein, amplification primers are defined as 
5 being a pair of nucleic acid molecules that can anneal to 5' or 3* regions of a gene (plus and 
minus strands, respectively, or vice-versa) and contain a short region in between. In general, 
amplification primers are from about 10 to 30 nucleotides in length and flank a region from 
about 50 to 200 nucleotides in length. Under appropriate conditions and with appropriate 
reagents, such primers permit the amplification of a nucleic acid molecule comprising the 

10 nucleotide sequence flanked by the primers. 

For in situ methods, a cell or tissue sample can be prepared/processed and 
immobilized on a support, typically a glass slide, and then contacted with a probe that can 
hybridize to mRNA that encodes TRANCE, RANK, or TRAF6. 

A variety of methods can be used to determine the level of TRANCE, RANK, or 

15 TRAF6 polypeptides in a sample. Such methods include contacting the sample with an agent 
that specifically binds to the protein, e.g., an antibody, to evaluate the level of protein in the 
sample. The antibody can bear a detectable marker, e.g., radioactive or fluorescence 
markers. Antibodies can be polyclonal, or more preferably, monoclonal. An intact antibody, 
or a fragment thereof (e.g., Fab or F(ab r )2) can be used. The term "labeled," with regard to 

20 the probe or antibody, is intended to encompass direct labeling of the probe or antibody by 
coupling (i.e., physically linking) a detectable substance to the probe or antibody, as well as 
indirect labeling of the probe or antibody by reactivity with a detectable substance. 
Techniques for detection of TRANCE, RANK, or TRAF6 polypeptides can include enzyme 
linked immunosorbent assays (ELISAs), immunoprecipitations, immunofluorescence, 

25 enzyme immunoassay (EIA), radioimmunoassay (RIA), and Western blot analysis. 

A suitable sample to be assayed for TRANCE, RANK, or TRAF6 RNA can be 
obtained by any technique known to those skilled in the art. The term "sample" can include 
tissues, cells, and biological fluids isolated from a subject, as well as tissues, cells and fluids 
present within a subject. For example, a sample of chondrocytes and/or cartilage can be 

30 obtained by conventional surgical biopsy techniques. Suitable assay techniques, e.g., PCR, 
nucleotide sequence analysis, Southern and Northern blot analysis, dot blot analysis, in situ 
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hybridization, ELISA, and Western blot analysis are known in the art and can be carried out 
without undue experimentation. 

The skilled artisan will appreciate that "normal" or control levels of TRANCE, 
RANK, or TRAF6 RNA, DNA or protein, e.g., in a normal chondrocyte, can be determined 
by any method known in the art. For example, it is common practice to determine a normal 
level of RNA, DNA, or protein by testing a dilution series, and comparing the data to 
experimental results. Experimental results can be expressed in any art-accepted form, e.g., 
as a percentage of the normal or control amount 





Screenifig Methods 

The invention also provides in vitro screening methods for identifying compounds, 
small organic or inorganic molecules (M.W. less than 1,000 Da), oligopeptides, 
oligonucleotides, or carbohydrates that modulate TRANCE-mediated effects on 
chondrocytes. In some embodiments, cultured chondrocytes employed in the in vitro 
screening assay are derived from an experimental non-human mammal, e.g., a mouse, rat, or y 
5£^In.ojther embodiments, the cultured chondrocytes are derived from human tissue: 
One convenient indicator of Tlt^CE aSlo^ of proliferation 

of the chondrocytes. A test compound that enhances TRANCE action on chondrocytes, 
when contacted with proliferating chondrocytes in combination with TRANCE, decreases 
chondrocyte proliferation, relative to controls treated with TRANCE unaccompanied by the 
candidate compound. A test compound with such activity is thus a candidate TRANCE 
increasing compound. Conversely, a test compound that inhibits TRANCE action on 
chondrocytes, when contacted with the chondrocytes in combination with TRANCE, will 
. increase chondrocyte proliferation (relative to TRANCE-only controls). Such a test 
compound is thus a candidate TRANCE inhibiting compound. 

A "test compound" can be any chemical compound, for example, a macromolecule 
(e.g., a polypeptide, a protein complex, or a nucleic acid) or a small molecule (e.g., an amino 
acid, a nucleotide, an organic or inorganic compound). The test compound can have a 
formula weight of less than about 10,000 grams per mole, less than 5,000 grams per mole, 
less than 1,000 grams per mole, or less than about 500 grams per mole. The test compound 
can be naturally occurring (e.g., an herb or a natural product), synthetic, or can include both 
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natural and synthetic components. Examples of small molecules include peptides, 
peptidomimetics (e.g., peptoids), amino acids, amino acid analogs, polynucleotides, 
polynucleotide analogs, nucleotides, nucleotide analogs, and organic or inorganic 
compounds, e.g., heteroorganic or organometallic compounds. 

Changes in chondrocyte proliferation in vitro can be detected readily using known 
techniques. One approach is visual counting of cells. For example, rate of cell division can 
be measured by counting the difference in cell number at two time points, taking the log2 of 
the difference, and dividing that value by the time elapsed between the two time points. 
Alternatively, a chondrocyte's rate of DNA synthesis can be measured, for example, by 
growing the cell in a medium containing 3 H-thymidine and measuring incorporation of the 
3 H-thymidine into chondrocyte DNA at two time points. The rate of 3 H-thymidine 
incorporation into the cell's DNA is directly proportional to the rate of DNA synthesis, which 
indicates rate of cell proliferation. Alternatively, incorporation of bromodeoxyuridine into 
chondrocyte DNA can measured. 

Another convenient indicator of TRANCE action on chondrocytes is differentiation 
(maturation) of chondrocytes. One change that occurs in chondrocyte maturation is a switch 
from production of type II collagen to type X collagen. Therefore, detection of type X 
collagen production (or an increase in type X collagen production) in response to a test 
compound plus a TRANCE polypeptide, relative to TRANCE unaccompanied by the test 
compound, indicates that the compound increases TRANCE activity in the chondrocytes. 
Conversely, a decrease in type X collagen production in response to a test compound plus a 
TRANCE polypeptide, relative to TRANCE unaccompanied by the test compound, indicates 
that the compound inhibits TRANCE activity in the chondrocytes. 

Test compounds can be screened individually or in parallel. An example of parallel 
screening is a high throughput drug screen of large libraries of chemicals. Such libraries of 
test compounds can be generated or purchased, e.g., from Chembridge Corp., San Diego, 
CA. Libraries can be designed to cover a diverse range of compounds. For example, a 
library can include 500, 1000, 10,000, 50,000, or 100,000 or more unique compounds. 
Alternatively, prior experimentation and anecdotal evidence can suggest a class or category 
of compounds of enhanced potential. A library can be designed and synthesized to cover 
such a class of chemicals. 
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Examples of methods for the synthesis of molecular libraries can be found in the 
literature, for example in: DeWitt etal. (1993) Proc. Natl. Acad Sci. USA. 90:6909; Erb et 
at (1994) Proa Natl Acad Set USA 91:11422; Zuckermann et al (1994). J. Med. Chem. 
37:2678; Cho etal (1993) Science 261:1303; Carrell etal (1994) Angew. Chem. Int. Ed 

5 Engl 33:2059; Carell et al (1994) Angew. Chem. Int. Ed. Engl 33:2061; and Gallop et al 
(1994) J. Med Chem. 37:1233. 

Libraries of compounds may be presented in solution (e.g., Houghten (1992) 
Biotechniques 13:412-421), or on beads (Lam (1991) Nature 354:82-84), chips (Fodor 
(1 993) Nature 364:555-556), bacteria (Ladner, U.S. Patent No. 5,223,409), spores (Ladner 

10 U.S. Patent No. 5,223,409), plasmids (Cull etal (1992) Proc Natl Acad Sci USA 89:1865- 
1869) or on phage (Scott and Smith (1990) Science 249:386-390; Devlin (1990) Science 
249:404-406; Cwirla et al (1990) Proc. Natl. Acad Sci. 87:6378-6382; Felici (1991) J. Mol 
Biol 222:301-3 10; Ladner supra.). 

A cultured chondrocyte can be derived from a cell line, such as cell line ATDC5 

15 (RKEN cell bank, Japan). In some embodiments, detecting increased differentiation 

includes detecting expression of type X collagen. Detecting expression of type X collagen 
can include, e.g., reverse transcription PCR using collagen type-specific primers, or 
immunodetection using an antibody specific for collagen type X. 

Primary cultures of mammalian chondrocytes useful for TRANCE screening assays 

20 can be performed using cpstochondral-derived cells according to the method of Boyan, et al. 
(1988, Bone 9:185-194). Resting and growth zones are dissected from rib cages of rats (100- 
150 g) and incubated overnight in DMEM. They are washed in HBSS and then sequentially 
digested at 37° with 1% trypsin (Sigma) for 1 hour and collagenase (Worthington, Type IS) at 
0.02% for 3 hours. Cell are then separated from debris by filtration through 40 mesh nylon, 

25 pelleted for 5 minutes at 500 rcf, resuspended in DMEM Cell viability is assessed by dye 
exclusion, and the cells are plated in DMEM supplemented with 10% fetal bovine serum, 50 
mg/ml ascorbate, and antibiotics. Cells are plated at 10,000 to 25,000 per cm 2 in multi-well 
culture dishes and incubated in a humidified, 5% C0 2 atmosphere at 37°. Alternatively, 
xyphoid cartilage from adult rats may be a suitable source tissue for primary cultures. See 

30 Rani, 1999, Dev. Dyn. 214:26-33. Cultures are maintained for a maximum of 3 passages. 
Although the foregoing is a description of primary chondrocyte cultures from rat source 
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tissues, these techniques can be adapted readily for primary culture of chondrocytes from 
suitable tissue of other mammals, e.g., mice, rabbits, and humans. 

The presence of col II and col X mRNA in Northern blots or RT-PCR of RNA 
extracts (Trizol, Life Technologies) can be used to monitor chondrocyte phenotype. Total 
protein extracts can be made from some cultures by homogenizing in 8M urea containing 2% 
b-mercaptoethanol and 2% Non-Idet P40, as described in Odgren, 1996, J. Cell Set 
109:2253-2264. These can be tested by Western blot for the presence and levels of TRANCE 
signaling molecules RANK and TRAF-6. 

Compounds that alter chondrocyte proliferation or differentiation in an initial screen 
can be considered candidate compounds, e.g., candidate TRANCB-inhibiting or TRANCE- 
increasing compounds. Candidate compounds can be retested, e.g. on chondrocytes, e.g., in 
vitro, or tested on animals, e.g., animals that are models for abnormal (excessive or 
insufficient) cartilage or skeletal growth. Candidate compounds that are positive in a retest 
can be considered "lead" compounds to be further optimized and derivatized, or may be A 
useful therapeutic or diagnostic compounds themselves. 

Once a lead compound has been identified, standard principles- 
chemistry can be used to produce derivatives of the compound. Derivatives can be screened 
for improved pharmacological properties, for example, efficacy, pharmaco-kinetics, stability, 
solubility, and clearance. Hie moieties responsible for a compound's activity in the assays 
described above can be delineated by examination of structure-activity relationships (SAR) 
as is commonly practiced in the art A person of ordinary skill in pharmaceutical chemistry 
could modify moieties on a lead compound and measure the effects of the modification on 
the efficacy of the compound to thereby produce derivatives with increased potency. For an 
example, seeNagarajan etal (1988) J. Antibiot 41: 1430-8. Furthermore, if the biochemical 
target of the lead compound is known or determined, the structure of the target and the lead 
compound can inform the design and optimization of derivatives. Molecular modeling 
software is commercially available (e.g., Molecular Simulations, Inc.) for this purpose. 

TRANCE Polypeptides 

As used herein, "the human TRANCE amino acid sequence" means the full-length 
human TRANCE amino acid sequence found in Lacey et al., 1998, Cell 93:165-176. A 
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'TNF domain-containing TRANCE polypeptide" is a polypeptide that contains a TNF 
domain of a TRANCE protein. A "TNF domain" of TRANCE includes the TNF core 
domain of a TRANCE protein, e.g. the TNF core domain of human TRANCE, which begins 
at about amino acid 159 and extends to about amino acid 317 of the human TRANCE 
5 protein. 

Soluble, TNF domain-containing TRANCE polypeptides, e.g., polypeptides including 
amino acids 126-317 (SEQ ID NO:3), 137-317 (SEQ ID NO:4), 140-317 (SEQ ID NO:5), 
145-317 (SEQ ID NO:6), 158-317 (SEQ ID NO:7), or 159-317 (SEQ ID NO:8) of the human 
TRANCE amino acid sequence (SEQ ID NO:2), are useful in methods of the invention. In 

10 addition, nucleic acids encoding full-length TRANCE polypeptides or fragments thereof are 
useful in the methods of the invention. TRANCE polypeptides and nucleic acids encoding 
them are readily obtained by one of ordinary skill in the art without undue experimentation. 
For example, the complete amino acid sequences of a mouse TRANCE polypeptide and a 
human TRANCE polypeptide, and methods of making soluble, TNF domain-containing 

15 TRANCE polypeptides (fragments) are found in Lacey et al. {supra). The complete amino 
acid sequence of the human TRANCE polypeptide is found in Anderson et al., 1997, Nature 
390:175-179. The complete nucleotide sequence of a full-length human TRANCE cDNA is 
available from GenBank (Accession No. AF019047). A nucleic acid encoding a mammalian, 
e.g., human, TRANCE amino acid sequence can be amplified from human cDNA by 

20 conventional PCR techniques, using primers upstream and downstream of the coding 
sequence. 

Some embodiments of the invention involve the use of a full-length TRANCE 
polypeptide or fragment thereof containing one or more mutations or modifications of a 
naturally-occurring TRANCE amino acid sequence. TRANCE polypeptides with altered 

25 amino acid sequences can be obtained by making random mutations in a naturally-occurring 
TRANCE sequence using random mutagenesis techniques known in the art. The resulting 
polypeptide is isolated and tested for a desired activity, activity as a TRANCE increasing or 
inhibiting agent, or increased in vivo half-life. Additionally, site-directed mutations can be 
engineered in the natural TRANCE amino acid sequence using conventional techniques. In 

30 designing TRANCE polypeptide variants, it is useful to distinguish between conserved 
positions and non-conserved positions in the TRANCE polypeptide. See, for example, a 
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comparison of the mouse sequence with the human sequence in Lacey et aL, 1998, Cell 
93:165-176, and FIGS. 9A-D and 10. To produce variants with activity similar to that of the 
natural sequence, it is preferable not to alter conserved amino acid residues. It is also useful 
to distinguish conservative amino acid substitutions and non-conservative substitutions. 
5 Some embodiments of the invention involve the administration of a soluble, TNF domain- 
containing TRANCE polypeptide fragment containing one or more, e.g., 1-10, conservative 
amino acid substitutions relative to the corresponding segment of the naturally-occurring 
human TRANCE amino acid sequence (see, for example, FIG. 11). A "conservative amino 
acid substitution" is one in which an amino acid residue is replaced with another amino acid 

10 residue having a similar side chain. Families of amino acid residues having similar side 
chains have been defined in the art. These families include amino acids with basic side 
chains (e.g., lysine, arginine, histidine), acidic side chains (e.g., aspartic acid, glutamic acid), 
uncharged polar side chains (e.g., glycine, asparagine, glutamine, serine, threonine, tyrosine, 
cysteine), nonpolar side chains (e.g., alanine, valine, leucine, isoleucine, proline, 

15 phenylalanine, methionine, tryptophan), beta-branched side chains (e,g., threonine, valine, 
isoleucine) and aromatic side chains (e.g., tyrosine, phenylalanine, tryptophan, histidine). 

A preferred method for producing TRANCE polypeptides for use in the invention is 
recombinant production, which involves genetic transformation of a host cell with a 
recombinant nucleic acid vector encoding a TRANCE polypeptide, expression of the 

20 recombinant nucleic acid in the transformed host cell, and collection and purification of the 
TRANCE polypeptide. Guidance concerning recombinant DNA technology can be found in 
numerous well-known references, including Sambrook et ah, 1989, Molecular Cloning -A 
Laboratory Manual, Cold Spring Harbor Press; and Ausubel et al. (eds.), 1 994, Current 
Protocols in Molecular Biology, John Wiley & Sons, Inc. 

25 A recombinant, soluble, TNF domain-containing TRANCE polypeptide can be 

produced in a bacterial host such as E. colL Such bacterial production can be direct 
expression of the desired polypeptide. Bacterial production also can be by expression of the 
desired TRANCE polypeptide fused to a bacterial signal sequence, which directs secretion of 
the desired TRANCE polypeptide into the bacterial growth medium, with the signal sequence 

30 being removed in the secretion process. Alternatively, a recombinant, soluble, TNF domain- 
containing TRANCE polypeptide can be produced in a eukaryotic cell, e.g., a cultured 
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human fibroblast cell. Expression of a full-length human TRANCE cDNA in cultured 
human fibroblasts results in the production of an approximately 45 kDa cell-associated 
TRANCE polypeptide and the release of an approximately 3 1 kDa soluble, C-terminal, TNF 
domain-containing TRANCE fragment into the fibroblast growth medium. 

Purification of recombinant TRANCE polypeptides can be performed by 
conventional methods and is within ordinary skill in the art The purification can include two 
or more steps, and one step can be affinity chromatography employing anti-TRANCE 
antibodies covalently linked to a solid phase chromatography support (beads) such as 
crosslinked agarose or polyacrylamide. Other useful purification steps, include gel filtration 
chromatography and ion exchange chromatography. 

TRAF6 Nucleic Acids and Polypeptides 

The complete amino acid sequence of a human TRAF6 polypeptide, the nucleotide 
sequence of a fUll length cDNA encoding the human TRAF6 polypeptide, and methods for 
obtaining the TRAF6 DNA and polypeptide are found in Goeddel et al., U.S. Patent No. 
5,767,244. In addition, FIG. 7 depicts the Human TRAF6 cDNA, GenBank Accession # 
XMJ006284 (SEQ ID NO: 13). An example of a target region for antisense nucleic acids is 
shown italicized and underlined, with the translation start site in bold, FIG. 8 shows the 
Human TRAF6 amino acid sequence (SEQ ID NO: 14). 

Pharmaceutical Compositions 

The nucleic acid and polypeptides, fragments thereof; as well as antibodies, e.g., anti- 
TRANCE or anti-RANK antibody antibodies and other molecules and agents (e.g., "active 
compounds") of the invention can be incorporated into pharmaceutical compositions or 
medicaments. Such compositions typically include the nucleic acid molecule, protein, or 
antibody and a pharmaceutically acceptable carrier. A "pharmaceutically acceptable carrier" 
can include solvents, dispersion media, coatings, antibacterial and antifungal agents, isotonic 
and absorption delaying agents, and the like, compatible with pharmaceutical administration. 
Supplementary active compounds can also be incorporated into the compositions. 

A pharmaceutical composition is formulated to be compatible with its intended route 

of administration. Examples of routes of administration include parenteral, e.g., intravenous, 

intradermal, subcutaneous, oral (e.g., inhalation), transdermal (topical), transmucosal, and 
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rectal administration. Solutions or suspensions used for parenteral, intradermal, or 
subcutaneous application can include the following components: a sterile diluent such as 
water for injection, saline solution, fixed oils, polyethylene glycols, glycerine, propylene 
glycol or other synthetic solvents; antibacterial agents such as benzyl alcohol or methyl 
parabens; antioxidants such as ascorbic acid or sodium bisulfite; chelating agents such as 
ethylenediaminetetraacetic acid; buffers such as acetates, citrates or phosphates and agents 
for the adjustment of tonicity such as sodium chloride or dextrose, pH can be adjusted with 
acids or bases, such as hydrochloric acid or sodium hydroxide. The parenteral preparation 
can be enclosed in ampoules, disposable syringes or multiple dose vials made of glass or 
plastic. 

Pharmaceutical compositions suitable for injectable use include sterile aqueous 
solutions (where water soluble) or dispersions and sterile powders for the extemporaneous 
preparation of sterile injectable solutions or dispersion. For intravenous administration, 
suitable carriers include physiological saline, bacteriostatic water, Cremophor EL™ (BASF, 
Parsippany, NJ) or phosphate buffered saline (PBS). In all cases, the composition must be 
sterile and should be fluid to the extent that easy syringability exists. It should be stable 
under the conditions of manufacture and storage and must be preserved against the 
contaminating action of microorganisms such as bacteria and fungi. The carrier can be a 
solvent or dispersion medium containing, for example, water, ethanol, polyol (for example, 
glycerol, propylene glycol, and liquid polyethylene glycol, and the like), and suitable 
mixtures thereof. The proper fluidity can be maintained, for example, by the use of a coating 
such as lecithin, by the maintenance of the required particle size in the case of dispersion and 
by the use of surfactants. Prevention of the action of microorganisms can be achieved by 
various antibacterial and antifungal agents, for example, parabens, chlorobutanol, phenol, 
ascorbic acid, thimerosal, and the like. In many cases, it will be preferable to include 
isotonic agents, for example, sugars, polyalcohols such as mannitol, sorbitol, and/or sodium 
chloride in the composition. Prolonged absorption of the injectable compositions can be 
brought about by including in the composition an agent which delays absorption, for 
example, aluminum monostearate and gelatin. 

Sterile injectable solutions can be prepared by incorporating the active compound in 
the required amount in an appropriate solvent with one or a combination of ingredients 
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enumerated above, as required, followed by filtered sterilization. Generally, dispersions are 
prepared by incorporating the active compound into a sterile vehicle that contains a basic 
dispersion medium and the required other ingredients from those enumerated above. In the 
case of sterile powders for the preparation of sterile injectable solutions, the preferred 
5 methods of preparation are vacuum drying and freeze-drying which yields a powder of the 
active ingredient plus any additional desired ingredient from a previously sterile-filtered 
solution thereof. 

Oral compositions generally include an inert diluent or an edible carrier. For the 
purpose of oral therapeutic administration, the active compound can be incorporated with 

10 excipients and used in the form of tablets, troches, or capsules, e.g., gelatin capsules. Oral 
compositions can also be prepared using a fluid carrier for use as a mouthwash. 
Pharmaceutically compatible binding agents, and/or adjuvant materials can be included as 
part of the composition. The tablets, pills, capsules, troches and the like can contain any of 
the following ingredients, or compounds of a similar nature: a binder such as microcrystalline 

15 cellulose, gum tragacanth or gelatin; an excipient such as starch or lactose, a disintegrating 
agent such as alginic acid, Primogel, or corn starch; a lubricant such as magnesium stearate 
or Sterotes; a glidant such as colloidal silicon dioxide; a sweetening agent such as sucrose or 
saccharin; or a flavoring agent such as peppermint, methyl salicylate, or orange flavoring. 
For administration by inhalation, the compounds are delivered in the form of an 

20 aerosol spray from pressured container or dispenser, which contains a suitable propellant, 
e.g., a gas such as carbon dioxide, or a nebulizer. 

Systemic administration can also be by transmucosal or transdermal means. For 
transmucosal or transdermal administration, penetrants appropriate to the barrier to be 
permeated are used in the formulation. Such penetrants are generally known in the art, and 

25 include, for example, for transmucosal administration, detergents, bile salts, and fusidic acid 
derivatives. Transmucosal administration can be accomplished through the use of nasal 
sprays or suppositories. For transdermal administration, the active compounds are 
formulated into ointments, salves, gels, or creams as generally known in the art. 

The compounds can also be prepared in the form of suppositories (e.g., with 

30 conventional suppository bases such as cocoa butter and other glycerides) or retention 
enemas for rectal delivery. 
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In one embodiment, the active compounds are prepared with carriers that will protect 
the compound against rapid elimination from the body, such as a controlled release 
formulation, including implants and microencapsulated delivery systems. Biodegradable, 
biocompatible polymers can be used, such as ethylene vinyl acetate, polyanhydrides, 

5 polyglycolic acid, collagen, polyorthoesters, and polylactic acid: Methods for preparation of 
such formulations will be apparent to those skilled in the art. The materials can also be 
obtained commercially from Alza Corporation and Nova Pharmaceuticals, Inc. Liposomal 
suspensions (including liposomes targeted to infected cells with monoclonal antibodies to 
viral antigens) can also be used as pharmaceutical^ acceptable carriers. These can be 

10 prepared according to methods known to those skilled in the art, for example, as described in 
U.S. Patent No. 4,522,811. 

It is advantageous to formulate oral or parenteral compositions in dosage unit form 
for ease of administration and uniformity of dosage. Dosage unit form as used herein refers 
to physically discrete units suited as unitary dosages for the subject to be treated; each unit 

15 containing a predetermined quantity of active compound calculated to produce the desired 
therapeutic effect in association with the required pharmaceutical carrier. 

Toxicity and therapeutic efficacy of such compounds can be determined by standard 
pharmaceutical procedures in cell cultures or experimental animals, e.g., for determining the 
LD50 (the dose lethal to 50% of the population) and the ED50 (the dose therapeutically 

20 effective in 50% of the population). The dose ratio between toxic and therapeutic effects is 
the therapeutic index and it can be expressed as the ratio LD50/ED50. Compounds that 
exhibit high therapeutic indices are preferred. While compounds that exhibit toxic side 
effects may be used, care should be taken to design a delivery system that targets such 
compounds to the site of affected tissue, e.g., bone or cartilage, in order to minimize potential 

25 damage to uninfected cells and, thereby, reduce side effects. 

The data obtained from cell culture assays and animal studies can be used in 
formulating a range of dosage for use in humans. The dosage of such compounds lies 
preferably within a range of circulating concentrations that include the ED50 with little or no 
toxicity. The dosage may vary within this range depending upon the dosage form employed 

30 and the route of administration utilized. For any compound used in the method of the 
invention, the therapeutically effective dose can be estimated initially from cell culture 
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assays. A dose may be formulated in animal models to achieve a circulating plasma 
concentration range that includes the IC50 (i.e., the concentration of the test compound 
which achieves a half-maximal inhibition of symptoms) as determined in cell culture. Such 
information can be used to more accurately determine useful doses in humans. Levels in 
5 plasma may be measured, for example, by high performance liquid chromatography. 

For the TRANCE inhibiting or increasing agents described herein, an effective 
amount, e.g. of a protein or polypeptide (i.e., an effective dosage), ranges from about 0.001 
to 30 mg/kg body weight, e.g. about 0.01 to 25 mg/kg body weight, e.g. about 0. 1 to 20 
mg/kg body weight The protein or polypeptide can be administered one time per week for 

10 between about 1 to 10 weeks, e.g. between 2 to 8 weeks, about 3 to 7 weeks, or for about 4, 
5, or 6 weeks. The skilled artisan will appreciate that certain factors influence the dosage and 
timing required to effectively treat a subject, including but not limited to the type of subject 
to be treated, the severity of the disease or disorder, previous treatments, the general health 
and/or age of the subject, and other diseases present. Moreover, treatment of a subject with a 

15 therapeutically effective amount of a protein, polypeptide, or antibody can include a single 
treatment or, preferably, can include a series of treatments. 

For antibodies, a useful dosage is 0.1 mg/kg of body weight (generally 10 mg/kg to 
20 mg/kg). Generally, partially human antibodies and fully human antibodies have a longer 
half-life within the human body than other antibodies. Accordingly, lower dosages and less 

20 frequent administration is possible. Modifications such as lipidation can be used to stabilize 
antibodies and to enhance uptake and tissue penetration. A method for lipidation of 
antibodies is described by Cruikshank et al ((1997) J. Acquired Immune Deficiency 
Syndromes and Human Retrovirology 14:1 93). 

If the agent is a small molecule, exemplary doses include milligram or microgram 

25 amounts of the small molecule per kilogram of subject or sample weight (e.g., about 1 

microgram per kilogram to about 500 milligrams per kilogram, about 100 micrograms per 
kilogram to about 5 milligrams per kilogram, or about 1 microgram per kilogram to about 50 
micrograms per kilogram. It is furthermore understood that appropriate doses of a small 
molecule depend upon the potency of the small molecule with respect to the expression or 

30 activity to be modulated. When one or more of these small molecules is to be administered 
to an animal (e.g., a human) to modulate expression or activity of a polypeptide or nucleic 
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acid of the invention, a physician, veterinarian, or researcher may, for example, prescribe a 
relatively low dose at first, subsequently increasing the dose until an appropriate response is 
obtained. In addition, it is understood that the specific dose level for any particular animal 
subject will depend upon a variety of factors including the activity of the specific compound 
employed, the age, body weight, general health, gender, and diet of the subject, the time of 
administration, the route of administration, the rate of excretion, any drug combination, and 
the degree of expression or activity to be modulated. 

The nucleic acid molecules of the invention can be inserted into vectors and used as 
gene therapy vectors. Gene therapy vectors can be delivered to a subject by, for example, 
intravenous injection, local administration (see, e.g., U.S. Patent 5,328,470) or by stereotactic 
injection (see, e.g., Chen et aL (1994) Proc. Natl Acad ScL USA 91:3054-3057). The 
pharmaceutical preparation of the gene therapy vector can include the gene therapy vector in 
an acceptable diluent, or can comprise a slow release matrix in which the gene delivery 
vehicle is imbedded. Alternatively, where the complete gene delivery vector can be 
produced intact from recombinant cells, e.g., retroviral vectors, the pharmaceutical 
preparation can include one or more cells which produce the gene delivery system. 

The pharmaceutical compositions can be included in a container, pack, or dispenser 
together with instructions for administration. 

EXAMPLES 

The invention is further illustrated by the following examples. The examples are 
provided for illustrative purposes only, and are not to be construed as limiting the scope or 
content of the invention in any way. 

Because of TRANCE'S diverse effects in vivo, a knockout mouse was generated 
which was then "rescued" by a TRANCE transgene under the control of a lymphocyte- 
specific promoter. The skeletal manifestations in the knockout mouse and in the genetic 
"rescue" were then studied. The phenotypic effects of the transgene in the skeleton varied, 
depending on the tissue location. This indicated that normal skeletal growth and 
maintenance depend in large part upon a controlled, local supply of TRANCE. 
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Example 1: Tissue preparation and histology 

Tibiae and femora were dissected and processed for histological and histochemical 
analyses as described in Seifert et al., 1988, Am. J. Anat. 183:158-165. Some bones were 
processed for thin sections by fixation in 2.5% glutaraldehyde in 0.1 M sodium cacodylate 
5 followed by decalcification in 10% disodium EDTA, after which they were dehydrated with 
ethanol and embedded in epoxy (Epon, Polysciences, Worthington, PA). Some tissues were 
processed for tartrate resistant acid phosphatase (TRAP) enzyme histochemistry with 
controls, by fixation in 2.5% glutaraldehyde in 0.1 M cacodylate supplemented with 7% 
glucose, dehydrated, and embedded in glycolmethacrylate. Brief treatment with 0.1% 
10 toluidine blue was used for histological staining. Some bones were processed without 
demineralization steps to assess the degree of mineralization in bones and cartilage. 

Example 2: Radiological Impact of TRANCE gene deletion and rescue 

The overall skeletal impact of deleting the normal TRANCE gene, and then of 

15 "rescuing" the knockout (ko) with a lymphocyte-expressed transgene (tg/ko) was 

investigated. X-rays were taken at various ages of whole skeletons, of dissected limbs, and 
of skulls dissected at the midline and examined for skeletal phenotype, including the 
presence/absence of marrow spaces and erupted teeth (Cielinski et al., 1994, Arch. Oral Biol. 
39:985-990; Cielinski et al, 1994, Bone 15:707-715). The thickness of epiphyseal growth 

20 plates and of residual sub-epiphyseal sclerosis in transgenic animals were assessed visually. 
Measurements of bone dimensions were made on radiographs projected at an enlargement of 
approximately 10 X to permit greater precision. Tibial length was measured between the 
proximal and distal growth plates as described in Odgren et al., 1999, Bone 25:175-181. 
Tibial width was measured at the thickest part of the proximal epiphysis. Skull length was 

25 measured both from the posterior-most surface of the occipital bone to the posterior surface 
of the incisor (total length) and from the anterior edge of the tympanic bulla to the posterior 
surface of the incisor (anterior length). Standard statistical parameters and tests for 
significance of differences were obtained with Excel 97 (Microsoft, Redmond, WA). 
The overall skeletal impact of deleting the normal TRANCE gene, and then of 

30 "rescuing" the knockout (ko) with a lymphocyte-expressed transgene (tg/ko) was evident in 

radiographs. The long bones of the hind limb, the vertebral column, the pelvis, and the skull 
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were all shorter in the ko than in the wild type animals, the teeth did not erupt, and the 
ephiphyseal growth plates were abnormally thick. The transgene improved some, but not all, 
of the defects, suggesting the involvement of local delivery and/or developmental expression 
effects. Most notably, marrow spaces were restored in the appendicular and axial skeleton, 
5 and growth plate thickness appeared closer to normal. Strikingly, however, there remained 
dense, sclerotic regions of unresorbed mineralized cartilage at the ends of the marrow 
cavities, and the teeth did not erupt 

To assess these effects more quantitatively, radiographs were enlarged by projection, 
and a series of measurements was made on animals of the different genotypes at ages ranging 

10 up to three months. In ko animals, the tibia was only 68% of the normal length at 1 month 

and 65% at two months. The tg/ko animals showed slight improvement, being 70% and 77% 
of normal at two and three months, respectively. On the other hand, the width of the 
proximal tibia was not significantly different from normal in either the ko or the tg/ko 
animals at one month, but was greater than normal at two and three months (ko, 13 1% of 

15 normal at 2 months, P < 0.001; tg/ko, 137% at 3 months, P < 0.002). Skull lengths were also 
measured, both total length and the length from the anterior margin of the tympanic bulla, to 
assess relative contributions of different centers of skull growth. Both measurements were 
affected similarly in the ko and tg/ko animals, being about 87% of the normal length at one 
month. The length of the same segment of the vertebral column (10 vertebrae moving 

20 caudally from the first sacral vertebra) in the different genotypes was also measured. The ko 
animals had significantly shorter spinal columns than wild type animals (77% at 1 month, P 
< 0.0001; 74% at 2 months , P < 0.01). The tg/ko animals showed improvement in this 
parameter, being 93% of normal by 3 months of age, not significantly different (P > 0.1). 
These tests were also carried out comparing wild type mice and mice expressing the 

25 transgene in a wild type background. No significant differences were observed. In 

summary, the impact of the lymphocyte-expressed TRANCE transgene on growth varied 
depending on skeletal site, having no effect on either length or width of long bones or skull, 
while causing a substantial improvement in vertebral growth by 3 months of age. As 
previously mentioned, such variations suggest the involvement of developmental effects or 

30 the effects of local administration. 
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Example 3: Histological Impact of TRANCE gene deletion and rescue 

The histological impact of deleting the normal TRANCE gene, and then of "rescuing" 
the ko with a lymphocyte-expressed tg/ko was investigated. The following observations 
were made on demineralized 1 \xm sections of proximal tibiae from animals at 1 month of 
5 age. The growth plates of both ko and tg/ko animals lacked the normal, columnar 

organization of chondrocytes, and had markedly reduced proliferating zones and increased 
hypertrophic zones, though the hypertrophic zones of tg/ko animals were less expanded. An 
orderly transition from bone to cartilage at the chondroosseous junction failed to occur in 
both ko and tg/ko animals. The mineralized cartilage and bone that filled the diaphysis in ko 
10 mice was histologically indistinguishable from the sclerotic tissue remaining at the 

metaphyseal ends of the tg/ko long bones, and was consistent with that material never having 
been resorbed or remodeled. These growth plate abnormalities provided a likely, 
histologically identifiable, cellular explanation for the growth defects observed in both the ko 
and tg/ko animals. 

15 To examine in more detail the cellular basis for the skeletal phenotype of the ko and 

tg/ko mice, enzyme histochemistry was used to visualize tartrate-resistant acid phosphatase 
(TRAP), an osteoclast-specific marker. The proximal tibia of wild-type mice showed normal 
endochondral bone features, with the following key regions of osteoclast activity: (1) above 
the growth plate at the bottom of the epiphysis; (2) immediately below the growth plate at the 

20 chondroosseous junction; (3) along the trabeculae of the primary spongiosa; and (4) on the 
periosteal surface of the metaphysis, where the flared ends of the bone must be narrowed 
during growth. TRAP-positive cells were observed in all these areas in the wild-type mouse. 
No osteoclasts were seen in the TRANCE ko mouse. More than 75 sections from 8 
individual TRANCE ko mice were observed, and no evidence of TRAP-positive cells was 

25 found in any of them. 

The histology of the TRANCE tg/ko mice confirmed the radiologic evidence 
described above. A layer of dense, mineralized cartilage and bone was underling the growth 
plate, with an abrupt transition to a marrow space devoid of trabeculae. Osteoclasts were 
observed only in areas 1 and 3, i.e., above the growth plate and at the lower boundary of the 

30 sclerotic metaphysis. Examination of non-demineralized sections confirmed the presence of 
mineral in this region. Both the chondroosseous junction and the metaphyseal periosteum 
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were devoid of osteoclasts in the tg/ko animals. A higher magnification histological section 
confirmed that the tg/ko mice were producing bona fide osteoclasts. 

Osteoclasts appeared only on the endosteal surface of tg/ko long bones without 
involvement of periosteal osteoclasts. Thus, an investigation of whether the bone of the 
5 diaphysis undergoes normal remodeling was performed. In the tg/ko mice, normal, lamellar 
bone replaced the non-remodeled woven bone seen in the ko animals. It was noted that 
abundant osteocytes occupied lacunae within the layered extracellular matrix, with the 
lamellar organization of the bone evident from the endosteal surface through to the periosteal 
side. A high degree of variability in cortical thickness was observed in tg/ko mice at 2 and 3 

10 months, ranging from normal in appearance to osteoporotic, and the thickness of the 
unresorbed sclerotic layer at the ends of long bones also varied. Preliminary evidence 
indicated that the degree of resorption activity correlates with individual variation in the 
number of TRANCE positive lymphocytes present in the marrow in tg/ko mice that is 
independent of gene dosage. 

15 These results provided quantitative data on retarded skeletal growth at multiple sites 

in TRANCE knockout mice, confirmed that such mice have osteopetrosis and lack 
osteoclasts and erupted teeth, and demonstrated that a lymphocyte-mediated transgenic 
rescue has a positive effect on osteoclast differentiation and function in only a subset of their 
normal skeletal sites of action. 

20 The growth retardation of endochondral bones in TRANCE ko and tg/ko mice 

correlated with a unique chondrodystrophy at the growth plates, i.e., a marked reduction of 
the proliferating chondrocyte zone and an increase in the zone of hypertrophy. This was in 
contrast to normal skeletal growth in which a remarkable constancy in the relative length of 
metaphyseal trabeculae is maintained at both ends of long bones as the central marrow cavity 

25 expands longitudinally. This is accomplished by a highly coordinated differentiation of 
chondrocytes in growth plates and the formation and resorption of bone in the metaphysis. 
Chondrocyte proliferation, hypertrophy, mineralization of vicinal matrix, and apoptosis in the 
orderly columns of growth plates is precisely balanced by vascular invasion of lacunae at the 
chondroosseous junction, removal of more than half of these columns at this site, deposition 

30 of bone onto the remaining mineralized cartilaginous scaffolds beginning at the 
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chondroosseous junction, and removal of both mineralized cartilage and bone at the 
advancing marrow cavity ends of metaphyseal trabecular 

Thus, in TRANCE knockout mice, growth is retarded, chondrocyte differentiation is 
deranged, and bone resorption is absent The ability of a lymphocyte-delivered transgene to 
rescue marrow cavity appearance and expansion, but without an effect on resorption of the 
mineralized cartilaginous scaffold at the chondroosseous junction or on the 
chondrodystrophy, indicated that correcting a specific subset of the effects of the TRANCE- 
deficient state requires local delivery of the molecule. 

OTHER EMBODIMENTS 

A number of embodiments of the invention have been described. Nevertheless, it will 
be understood that various modifications may be made without departing from the spirit and 
scope of the invention. For example, an antisense nucleic acid directed against a TRANCE 
mRNA and a TRANCE-binding agent can be administered in combination. Accordingly, 
other embodiments are within the scope of the following claims. 
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We claim: 

1. A method of treating a mammal having a disorder comprising insufficient cartilage 
growth or insufficient skeletal growth, the method comprising administering to the mammal 
an amount of a tumor necrosis factor-related activation induced cytokine (TRANCE)- 
inhibiting agent effective to increase cartilage growth or skeletal growth. 

2. A tumor necrosis factor-related activation induced cytokine (TRANCE)-inhibiting 
agent for use in treating a mammal having a disorder comprising insufficient cartilage growth 
or insufficient skeletal growth in a mammal. 

3. The method of claim 1 or agent of claim 2, wherein the TRANCE-inhibiting agent 
is an antisense nucleic acid directed against a TRANCE RNA or a TRAF6 RNA. 

4. The method or agent of claim 3, wherein the antisense nucleic acid directed 
against a TRANCE RNA has the sequence of SEQ ID NO: 1 7 or SEQ ID NO: 1 8; and the 
antisense nucleic acid directed against the TRAF6 RNA has the sequence of SEQ ID NO: 19. 

5. The method or agent of claim 3, wherein the antisense nucleic acid is administered 
locally at a site of insufficient cartilage growth or insufficient skeletal growth in the mammal. 

6. The method of claim 1 or agent of claim 2, wherein the disorder is selected from 
the group consisting of dwarfism, osteopetrosis, craniofacial-skeletal discrepancies, and bone 
or cartilage damage resulting from traumatic injury, surgery, osteoarthritis or rheumatoid 
arthritis. 

7. The method of claim 1 or agent of claim 2, wherein the TRANCE-inhibiting agent 
is a TRANCE-binding molecule that sequesters TRANCE to form an inactive complex. 

8. The method or agent of claim 7, wherein the TRANCE-binding molecule is an 
anti-TRANCE antibody, or a TRANCE-binding fragment thereof. 
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9. The method or agent of claim 7, wherein the TRANCE-binding molecule is an 
isolated RANK receptor, or a TRANCE-binding fragment thereof. 

10. The use of a tumor necrosis factor-related activation induced cytokine 
(TRANCE)-inhibiting agent for the manufacture of a medicament for treating a mammal 
having a disorder comprising insufficient cartilage growth or insufficient skeletal growth. 

1 1. A method of treating a mammal having a disorder comprising excessive cartilage 
growth or excessive skeletal growth, the method comprising administering to the mammal an 
amount of a tumor necrosis factor-related activation induced cytokine (TRANCE)-increasing 
agent effective to decide cartilage growth or skeletal growth. 

12. A tumor necrosis factor-related activation induced cytokine (TRANCE)- 
increasing agent for use in treating a mammal having a disorder comprising excessive 
cartilage growth or excessive skeletal growth. 

13- The use of a tumor necrosis factor-related activation induced cytokine 
(TRANCE)-increasing agent for the manufacture of a medicament for treating a mammal 
having a disorder comprising excessive cartilage growth or excessive skeletal growth. 

14. The method of claim 1 1, agent of claim 12, or use of claim 13, wherein the 
TRANCE-increasing agent is a polypeptide comprising a tumor necrosis factor (TNF) 
domain of a TRANCE protein. 

15. The method, agent, or use of claim 14, wherein the polypeptide is locally 
administered at a site of excessive cartilage growth or excessive skeletal growth in the 
mammal. 

1 6. The method, agent, or use of claim 14, wherein the polypeptide comprises the 
amino acid sequence of SEQ ID NO:3, SEQ ID NO:4, SEQ ID NO:5, SEQ ID NO:6, SEQ 
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ID NO:7, or SEQ ID NO:8, but lacks the cytoplasmic domain and transmembrane domain, of 
human TRANCE. 

17. The method, agent, or use of claim 14, wherein the polypeptide consists of SEQ 
ID NO:3, SEQ ID NO:4, SEQ ID NO:5, SEQ ID NO:6, SEQ ID NO:7 or SEQ ID NO:8. 

.18. The method, agent, or use of claim 14, wherein the TRANCE protein is human 
TRANCE protein. 

19. The method or claim 1 1, agent of claim 12, or use of claim 13, wherein the 
TRANCE-increasing agent is a TRAF6 polypeptide. 

20. The method, agent, or use of claim 1 9, wherein the TRAF6 polypeptide is a 
human TRAF6 polypeptide. 

21 . The method, agent, or use of claim 19, wherein the method comprises 
introducing a TRAF6 polypeptide into a chondrocyte at a site of excessive cartilage growth 
or excessive skeletal growth in the mammal. 

22. The method, agent, or use of claim 21, wherein introducing the TRAF6 

, polypeptide into the chondrocyte comprises locally administering an expression vector 
comprising a nucleotide sequence encoding a TRAF6 polypeptide operably linked to an 
expression control sequence, whereby the expression vector enters the chondrocyte and 
expresses the TRAF6 polypeptide in the chondrocyte. 

23. Hie method, agent, or use of claim 19, wherein: (a) the TRAF6 polypeptide is 
linked to a membrane translocation moiety to form a cell-permeating TRAF6, and (b) the 
cell-permeating TRAF6 is locally administered at a site of insufficient cartilage growth or 
insufficient skeletal growth in the mammal. 
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24. The method of claim 11, agent of claim 12, or use of claim 13, wherein the 
disorder is selected from the group consisting of acromegaly, gigantism, exostosis 
cartilaginea, exostosis bursata, and multiple osteocartilaginous exostoses. 

25. A method of promoting growth of cartilage in a mammal, the method 
comprising: removing cartilage from a mammal; culturing the cartilage in vitro; contacting 
chondrocytes in the cartilage with a tumor necrosis fector-related activation induced cytokine 
(TRANCE)-inhibiting agent; and reintroducing the cartilage into the mammal. 

26. The method of claim 25, wherein the TRANCE-inhibiting agent is a TRANCE 
antisense nucleic acid. 

27. The method of claim 25, wherein the TRANCE-inhibiting agent is a TRAF6 
antisense nucleic acid. 

28. The method of claim 25, wherein the TRANCE-inhibiting agent is a TRANCE- 
binding molecule. 

29. A method of diagnosing a cartilage disorder in a mammal, the method 
comprising 

obtaining a chondrocyte from die mammal; 

detecting a level of tumor necrosis factor-related activation induced cytokine 
(TRANCE), receptor activator of NF-kB (RANK), or TNF-receptor-associated fector 6 
(TRAF6) in the chondrocyte, wherein a level of TRANCE, RANK, or TRAF6 that is 
elevated or reduced compared to a normal level indicates the presence of a cartilage disorder 
in tlie mammal. 

30. A method of identifying a candidate tumor necrosis factor-related activation 
induced cytokine (TRANCE)-inhibiting compound, the method comprising: 

obtaining a cultured, proliferating test chondrocyte; 
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contacting the test chondrocyte with a test compound and a TRANCE polypeptide; 

and 

detecting proliferation in the test chondrocyte compared to a control chondrocyte 
contacted with a TRANCE polypeptide unaccompanied by the test compound, whereby an 
increase in proliferation indicates that the test compound is a candidate TRANCE-inhibiting 
compound. 

3 1 . The method of claim 30, wherein the chondrocyte is selected from the group 
consisting of: a primary chondrocyte, a chondrocyte from a cultured chondrocyte cell line, a 
primary chondrocyte from a TRANCE null, transgenic non-human mammal, and a 
chondrocyte from a cultured chondrocyte cell line derived from a TRANCE null, transgenic 
non-human mammal. 

32. A method of identifying a candidate tumor necrosis factor-related activation 
induced cytokine (TRANCE)-increasing compound, the method comprising: 

obtaining a cultured, proliferating test chondrocyte; 

contacting the test chondrocyte with a test compound and a TRANCE polypeptide; 

and 

detecting proliferation in the test chondrocyte compared to a control chondrocyte 
contacted with a TRANCE polypeptide unaccompanied by the test compound, whereby a 
decrease in proliferation indicates that the test compound is a candidate TRANCE-increasing 
compound. 

33. The method of claim 32, wherein the chondrocyte is selected from the group 
consisting of: a primary chondrocyte, a chondrocyte from a cultured chondrocyte cell line, a 
primary chondrocyte from a TRANCE null, transgenic non-human mammal, and a 
chondrocyte from a cultured chondrocyte cell line derived from a TRANCE null, transgenic 
non-human mammal. 
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1 ctcgacccac gcgtccgcgc gccccaggag ccaaagccgg gctccaagtc ggcgccccac 
61 gtcgaggctc cgccgcagcc tccggagttg gccgcagaca agaaggggag ggagcgggag 
121 agggaggaga gctccgaagc qaqaqqqccq aqcqccatgc qccgcqccaq caqaqactac 
181 accaagtacc tgcgtggctc ggaggagatg ggcggcggcc ccggagcccc gcacgagggc 
241 cccctgcacg ccccgccgcc gcctgcgccg caccagcccc ccgccgcctc ccgctccatg 
301 ttcgtggccc tcctggggct ggggctgggc caggttgtct gcagcgtcgc cctgttcttc 
361 tatttcagag cgcagatgga tcctaataga atatcagaag atggcactca ctgcatttat 
421 agaattttga gactccatga aaatgcagat tttcaagaca caactctgga gagtcaagat 
481 acaaaattaa tacctgattc atgtaggaga attaaacagg cctttcaagg agctgtgcaa 
541 aaggaattac aacatatcgt tggatcacag cacatcagag cagagaaagc gatggtggat 
601 ggctcatggt tagatctggc caagaggagc aagcttgaag ctcagccttt tgctcatctc 
661 actattaatg ccaccgacat cccatctggt tcccataaag tgagtctgtc ctcttggtac 
721 catgatcggg gttgggccaa gatctccaac atgactttta gcaatggaaa actaatagtt 
781 aatcaggatg gcttttatta cctgtatgcc aacatttgct ttcgacatca tgaaacttca 
841 ggagacctag ctacagagta tcttcaacta atggtgtacg tcactaaaac cagcatcaaa 
901 atcccaagtt ctcataccct gatgaaagga ggaagcacca agtattggtc agggaattct 
961 gaattccatt tttattccat aaacgttggt ggatttttta agttacggtc tggagaggaa 
1021 atcagcatcg aggtctccaa cccctcctta ctggatccgg atcaggatgc aacatacttt 
1081 ggggctttta aagttcgaga tatagattga gccccagttt ttggagtgtt atgtatttcc 
1141 tggatgtttg gaaacatttt ttaaaacaag ccaagaaaga tgtatatagg tgtgtgagac 
1201 tactaagagg catggcccca acggtacacg actcagtatc catgctcttg accttgtaga 
1261 gaacacgcgt atttacagcc agtgggagat gttagactca tggtgtgtta cacaatggtt 
1321 tttaaatttt gtaatgaatt cctagaatta aaccagattg gagcaattac gggttgacct 
1381 tatgagaaac tgcatgtggg ctatgggagg ggttggtccc tggtcatgtg ccccttcgca 
1441 gctgaagtgg agagggtgtc atctagcgca attgaaggat catctgaagg ggcaaattct 
1501 tttgaattgt tacatcatgc tggaacctgc aaaaaatact ttttctaatg aggagagaaa 
1561 atatatgtat ttttatataa tatctaaagt tatatttcag atgtaatgtt ttctttgcaa 
1621 agtattgtaa attatatttg tgctatagta tttgattcaa aatatttaaa aatgtcttgc 
1681 tgttgacata tttaatgttt taaatgtaca gacatattta actggtgcac tttgtaaatt 
1741 ccctggggaa aacttgcagc taaggagggg aaaaaaatgt tgtttcctaa tatcaaatgc 
1801 agtatatttc ttcgttcttt ttaagttaat agattttttc agacttgtca agcctgtgca 
1861 aaaaaattaa aatggatgcc ttgaataata agcaggatgt tggccaccag gtgcctttca 
1921 aatttagaaa ctaattgact ttagaaagct gacattgcca aaaaggatac ataatgggcc 
1981 actgaaatct gtcaagagta gttatataat tgttgaacag gtgtttttcc acaagtgccg 
2041 caaattgtac cttttttttt ttttcaaaat agaaaagtta ttagtggttt atcagcaaaa 
2101 aagtccaatt ttaatttagt aaatgttatc ttatactgta caataaaaac attgcctttg 
2161 aatgttaatt ttttggtaca aaaataaatt tatatgaaaa cctgaaaaaa aaaacaaaaa 
2221 aaaaaa (SEQ ID N0:1) 
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1 MDPNRrSEDGTHCIYRILRLHENADFQDTTLESQDTKLIPDSCRRIKQAFQGAVQECELQHIVGSQHIRAE 
71 KA^DGSWLDLAKRSKLEAQPFAHLTINATDIPSGSHKVSLSSWYHDRGWAKISNMTFSNGKLIVNQDGF 
141 YYLYANICFRHHETSGDIATEYLQLMVYVTKTSIKI^ 
211 RSGEEISIEVSNPSLLDPDQDATYFGAFKVRDID (SEQ ID NO: 2) 
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1 ctcntgtgnt cngggcgcct ggcctattga aggtttttaa tcttcagagt ttcgacttta 
61 tcaacaacac ttagaagcca ccaaaqaatt qcaqat&qat cctaataqaa tatcaqaaqa 
121 tqqcactcac tqcatttata gaattttgag actccatgaa aatgcagatt ttcaagacac 
181 aactctggag agtcaagata caaaattaat acctgattca tgtaggagaa ttaaacaggc 
241 ctttcaagga gctgtgcaaa aggaattaca acatatcgtt ggatcacagc acatcagagc 
301 agagaaagcg atggtggatg gctcatggtt agatctggcc aagaggagca agcttgaagc 
361 tcagcctttt gctcatctca ctattaatgc caccgacatc ccatctggtt cccataaagt 
421 gagtctgtcc tcttggtacc atgatcgggg ttgggccaag atctccaaca tgacttttag 
481 caatggaaaa ctaatagtta atcaggatgg cttttattac ctgtatgcca acatttgctt 
541 tcgacatcat gaaacttcag gagacctagc tacagagtat cttcaactaa tggtgtacgt 
601 cactaaaacc agcatcaaaa tcccaagttc tcataccctg atgaaaggag gaagcaccaa 
661 gtattggtca gggaattctg aattccattt ttattccata aacgttggtg gattttttaa 
721 gttacggtct ggagaggaaa tcagcatcga ggtctccaac ccctccttac tggatccgga 
781 tcaggatgca acatactttg gggcttttaa agttcgagat atagattgag ccccagtttt 
841 tggagtgtta tgtatttcct ggatgtttgg aaacattttt taaaacaagc caagaaagat 
901 gtatataggt gtgtgagact actaagaggc atggccccaa cggtacacga ctcagtatcc 
961 atgctcttga ccttgtagag aacacgcgta tttacagcca gtgggagatg ttagactcat 
1021 ggtgtgttac acaatggttt ttaaattttg taatgaattc ctagaattaa accagattgg 
1081 agcaattacg ggttgacctt atgagaaact gcatgtgggc tatgggaggg gttggtccct 
1141 ggtcatgtgc cccttcgcag ctgaagtgga gagggtgtca tctagcgcaa ttgaaggatc 
1201 atctgaaggg gcaaattctt ttgaattgtt acatcatgct ggaacctgca aaaaatactt 
1261 tttctaatga ggagagaaaa tatatgtatt tttatataat atctaaagtt atatttcaga 
1321 tgtaatgttt tctttgcaaa gtattgtaaa ttatatttgt gctatagtat ttgattcaaa 
1381 atatttaaaa atgtcttgct gttgacatat ttaatgtttt aaatgtacag acatatttaa 
1441 ctggtgcact ttgtaaattc cctggggaaa acttgcagct aaggagggga aaaaaatgtt 
1501 gtttcctaat atcaaatgca gtatatttct tcgttctttt taagttaata gattttttca 
1561 gacttgtcaa gcctgtgcaa aaaaattaaa atggatgcct tgaataataa gcaggatgtt 
1621 ggccaccagg tgcctttcaa atttagaaac taattgactt tagaaagctg acattgccaa 
1681 aaaggataca taatgggcca ctgaaatctg tcaagagtag ttatataatt gttgaacagg 
1741 tgtttttcca caagtgccgc aaattgtacc tttttttttt tttcaaaata gaaaagttat 
1801 tagtggttta tcagcaaaaa agtccaattt taatttagta aatgttatct tatactgtac 
1861 aataaaaaca ttgcctttga atgttaattt tttggtacaa aaataaattt atatgaaaac 
1921 ctgaaaaaaa aaacaaaaaa aaaaa (SEQ ID NO: 9) 
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1 MDPNRISEDGTHCIYRILRLHENADFQDTTLESQDTKLIPDSCEIRIKQAFQGAVQKELQHIVGSQHIRAE 
71 KAMVDGSWLDLAKRSKLEAQPFAHLTINAT^ 
141 YYLYANICFRHHETSGDLATEYLQLMVYV^ 

211 RSGEEISIEVSNPSLLDPDQDATYFGAFKVRDID ( SEQ ID NO: 10) 
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1 ccgctgaggc cgcggcgccc gccagcctgt . cccgcgccat ggccccgcgc gcccggcggc 
61 gccgcccgct gttcgcgctg ctgctgctct gcgcgctgct cgcccggctg caggtggctt 
121 tgcagatcgc tcctccatgt accagtgaga agcattatga gcatctggga cggtgctgta 
181 acaaatgtga accaggaaag tacatgtctt ctaaatgcac tactacctct gacagtgtat 
241 gtctgccctg tggcccggat gaatacttgg atagctggaa tgaagaagat aaatgcttgc 
301 tgcataaagt ttgtgataca ggcaaggccc tggtggccgt ggtcgccggc aacagcacga 
361 ccccccggcg ctgcgcgtgc acggctgggt accactggag ccaggactgc gagtgctgcc 
421 gccgcaacac cgagtgcgcg ccgggcctgg gcgcccagca cccgttgcag ctcaacaagg 
481 acacagtgtg caaaccttgc cttgcaggct acttctctga tgccttttcc tccacggaca 
541 aatgcagacc ctggaccaac tgtaccttcc ttggaaagag agtagaacat catgggacag 
601 agaaatccga tgcggtttgc agttcttctc tgccagctag aaaaccacca aatgaacccc 
661 atgtttactt gcccggttta ataattctgc ttctcttcgc gtctgtggcc ctggtggctg 
721 ccatcatctt tggcgtttgc tataggaaaa aagggaaagc actcacagct aatttgtggc 
781 actggatcaa tgaggcttgt ggccgcctaa gtggagataa ggagtcctca ggtgacagtt 
841 gtgtcagtac acacacggca aactttggtc agcagggagc atgtgaaggt gtcttactgc 
901 tgactctgga ggagaagaca tttccagaag atatgtgcta cccagatcaa ggtggtgtct 
961 gtcagggcac gtgtgtagga ggtggtccct acgcacaagg cgaagatgcc aggatgctct 
1021 cattggtcag caagaccgag atagaggaag acagcttcag acagatgccc acagaagatg 
1081 aatacatgga caggccctcc cagcccacag accagttact gttcctcact gagcctggaa 
1141 gcaaatccac acctcctttc tctgaacccc tggaggtggg ggagaatgac agtttaagcc 
1201 agtgcttcac ggggacacag agcacagtgg gttcagaaag ctgcaactgc actgagcccc 
1261 tgtgcaggac tgattggact cccatgtcct ctgaaaacta cttgcaaaaa gaggtggaca 
1321 gtggccattg cccgcactgg gcagccagcc ccagccccaa ctgggcagat gtctgcacag 
1381 gctgccggaa ccctcctggg gaggactgtg aacccctcgt gggttcccca aaacgtggac 
1441 ccttgcccca gtgcgcctat ggcatgggcc ttccccctga agaagaagcc agcaggacgg 
1501 aggccagaga ccagcccgag gatggggctg atgggaggct cccaagctca gcgagggcag 
1561 gtgccgggtc tggaagctcc cctggtggcc agtcccctgc atctggaaat gtgactggaa 
1621 acagtaactc cacgttcatc tccagcgggc aggtgatgaa cttcaagggc gacatcatcg 
1681 tggtctacgt cagccagacc tcgcaggagg gcgcggcggc ggctgcggag cccatgggcc 
1741 gcccggtgca ggaggagacc ctggcgcgcc gagactcctt cgcggggaac ggcccgcgct 
1801 tcccggaccc gtgcggcggc cccgaggggc tgcgggagcc ggagaaggcc tcgaggccgg 
1861 tgcaggagca aggcggggcc aaggcttgag cgccccccat ggctgggagc ccgaagctcg 
1921 gagccagggc tcgcgagggc agcaccgcag cctctgcccc agccccggcc acccagggat 
1981 cgatcggtac agtcgaggaa gaccacccgg cattctctgc ccactttgcc ttccaggaaa 
2041 tgggcttttc aggaagtgaa ttgatgagga ctgtccccat gcccacggat gctcagcagc 
2101 ccgccgcact ggggcagatg tctcccctgc cactcctcaa actcgcagca gtaatttgtg 
2161 gcactatgac agctattttt atgactatcc tgttctgtgg ggggggggtc tatgttttcc 
2221 ccccatattt gtattccttt tcataacttt tcttgatatc tttcctccct cttttttaat 
2281 gtaaaggttt tctcaaaaat tctcctaaag gtgagggtct ctttcttttc tcttttcctt 
2341 ttttttttct ttttttggca acctggctct ggcccaggct agagtgcagt ggtgcgatta 
2401 tagcccggtg cagcctctaa ctcctgggct caagcaatcc aagtgatcct cccacctcaa 
2461 ccttcggagt agctgggatc acagctgcag gccacgccca gcttcctccc cccgactccc 
2521 cccccccaga gacacggtcc caccatgtta cccagcctgg tctcaaactc cccagctaaa 
2581 gcagtcctcc agcctcggcc tcccaaagta ctgggattac aggcgtgagc ccccacgctg 
2641 gcctgcttta cgtattttct tttgtgcccc tgctcacagt gttttagaga tggctttccc 
2701 agtgtgtgtt cattgtaaac acttttggga aagggctaaa catgtgaggc ctggagatag 
2761 ttgctaagtt gctaggaaca tgtggtggga ctttcatatt ctgaaaaatg ttctatattc 
2821 tcatttttct aaaagaaaga aaaaaggaaa cccgatttat ttctcctgaa tctttttaag 
2881 tttgtgtcgt tccttaagca gaactaagct cagtatgtga ccttacccgc taggtggtta 
2941 atttatccat gctggcagag gcactcaggt acttggtaag caaatttcta aaactccaag 
3001 ttgctgcagc ttggcattct tcttattcta gaggtctctc tggaaaagat ggagaaaatg 
3061 aacaggacat ggggctcctg gaaagaaagg gcccgggaag ttcaaggaag aataaa.gttg 
3121 aaattttaaa aaaaaa (SEQ ID NO: 11) 
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1 MAPRARRRRPLFALLLLCALLARLQVALQIAPPCTSEKHYEHLGRCCNKCEPGKYMSSKCTTTSDSVCL^ 
7 1 CGPDEYLDSWNEEDKCLLHKVCDTGBCALVAVVAGNSTTPRRCACTAGyHWSQDCECCRRNTECAPGLGAQ 
141 HPLQLNKDTVCKPCLAGYFSDAFSSTDKCRPWTNCTFLGKRVEHHGTEKSDAVCSSSLPARKPPNEPHVY 
211 LPGLI ILLLFAS VALVAAI I FGVCYRKKGKALTANLWHWINEACGRLSGDKESSGDSCVSTHTANFGQQG 
281 ACEGVLLLTLEEKTFPEDMCYPDQGGVCQGTCVGGGPYAQGEDARMLSLVSECTEIEEDSFRQMPTEDEYM 
351 DRPSQPTDQLLFLTEPGSKSTPPFSEPLEVGENDSLSQCFTGTQSTVGSESCNCTEPLCRTDWTPMSSEN 
421 YLQKEVDSGHCPHWAASPSPNWADVCTGCRNPPGEDCEPLVGSPKRGPLPQCAYGMGLPPEEEASRTEAR 
491 DQPEDGADGRLPSSARAGAGSGSSPGGQSPASGNVTGNSNSTFISSGQVMNFKGDII WYVSQTSQEGAA 
561 AAAEPMGRPVQEETLARRDSFAGNGPRFPDPCGGPEGLREPEKASRPVQEQGGAKA ( SEQ ID NO: 12) 
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1 ccgcagctgg ggcttggcct gcgggcggcc agcgaaggtg gcgaaggctc ccactggatc 
61 cagagtttgc cgtccaagca gcctcgtctc ggcgcgcagt gtctgtgtcc gtcctctacc 
121 agcgccttgg ctgagcggag tcgtgcggtt ggtgggggag ccctgccctc ctggttcggc 
181 ctccccgcgc actagaacga gcaagtg a ta atcaagttac tatgagtctg ctaaactgtg 
241 aaaacagctg tggatcca qc cagtctgaaa gtgactgctg tgtggccatg gccagctcct 
301 gtagcgctgt aacaaaagat gatagtgtgg gtggaactgc cagcacgggg aacctctcca 
361 gctcatttat ggaggagatc cagggatatg atgtagagtt tgacccaccc ctggaaagca 
421 agtatgaatg ccccatctgc ttgatggcat tacgagaagc agtgcaaacg ccatgcggcc 
481 ataggttctg caaagcctgc atcataaaat caataaggga tgcaggtcac aaatgtccag 
541 ttgacaatga aatactgctg gaaaatcaac tatttccaga caattttgca aaacgtgaga 
601 ttctttctct gatggtgaaa tgtccaaatg aaggttgttt gcacaagatg gaactgagac 
661 atcttgagga tcatcaagca cattgtgagt ttgctcttat ggattgtccc caatgccagc 
721 gtcccttcca aaaattccat attaatattc acattctgaa ggattgtcca aggagacagg 
781 tttcttgtga caactgtgct gcatcaatgg catttgaaga taaagagatc catgaccaga 
841 actgtccttt ggcaaatgtc atctgtgaat actgcaatac tatactcatc agagaacaga 
901 tgcctaatca ttatgatcta gactgcccta cagccccaat tccatgcaca ttcagtactt 
961 ttggttgcca tgaaaagatg cagaggaatc acttggcacg ccacctacaa gagaacaccc 
1021 agtcacacat gagaatgttg gcccaggctg ttcatagttt gagcgttata cccgactctg 
1081 ggtatatctc agaggtccgg aatttccagg aaactattca ccagttagag ggtcgccttg 
1141 taagacaaga ccatcaaatc cgggagctga ctgctaaaat ggaaactcag agtatgtatg 
1201 taagtgagct caaacgaacc attcgaaccc ttgaggacaa agttgctgaa atcgaagcac 
1261 agcagtgcaa tggaatttat atttggaaga ttggcaactt tggaatgcat ttgaaatgtc 
1321 aagaagagga gaaacctgtt gtgattcata gccctggatt ctacactggc aaacccgggt 
1381 acaaactgtg catgcgcttg caccttcagt taccgactgc tcagcgctgt gcaaactata 
14 41 tatccctttt tgtccacaca atgcaaggag aatatgacag ccacctccct tggcccttcc 
1501 agggtacaat acgccttaca attcttgatc agtctgaagc acctgtaagg caaaaccacg 
1561 aagagataat ggatgccaaa ccagagctgc ttgctttcca gcgacccaca atcccacgga 
1621 acccaaaagg ttttggctat gtaactttta tgcatctgga agccctaaga caaagaactt 
1681 tcattaagga tgacacatta ttagtgcgct gtgaggtctc cacccgcttt gacatgggta 
1741 gccttcggag ggagggtttt cagccacgaa gtactgatgc aggggtatag cttgccctca 
1801 cttgctcaaa aacaactacc tggagaaaac agtgcctttc cttgccctgt tctcaataac 
1861 atgcaaacaa acaagccacg ggaaatatgt aatatctact agtgagtgtt gttagagagg 
1921 tcacttacta tttcttcctg ttacaaatga tctgaggcag ttttttcctg ggaatccaca 
1981 cgttccatgc tttttcagaa atgttaggcc tgaagtgcct gtggcatgtt gcagcagcta 
2041 ttttgccagt tagtatacct ctttgttgta ctttcttggg cttttgctct ggtgtatttt 
2101 attgtcagaa agtccagact caagagtact aaacttttaa taataatgga ttttccttaa 
2161 aacttcagtc tttttgtagt attatatgta atatattaaa agtgaaaatc actaccgcct 
2221 tg(SEQ ID NO: 13) 
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1 MSLLNCENSCGSSQSESDCCVAMASSCSAVTKDDSVGGTASTGNLSSSFMEEIQGYDVEFDPPLESKYEC 
71 PICLMALREAVQTPCGHRFCKACIIKSIRDAGHKCPVDNEILLENQLFPDNFAKREILSLMVKCPNEGCX 
141 HKMELRHLEDHQAHCEFALMIXPQCQRPFQKra^ 

211 ANVICEYCNTILIREQMPNHYDLIXIPTAPIPCTFSTFGCHEKMQRNHIiARHLQENTQSHMRM^ 
281 SVI PDSGYISEVRNFQETIHQLEGRLVRQDHQIRELTAKMETQS^ 

351 Gl YIWK1GNFGMHLKCQEEEKPWI HSPGFYTGKPGYKLCMRLHLQLPTAQRCANYI SLFVHTMQGEYDS 
421 HLPWPFQGTIRLTILDQSEAPVRQNHEEIMDAKPELLAFQRPTIPRNPKGFGYVTFMHLEALRQRTFIKD 
491 DTLLVRCEVSTRFDMGSLRREGFQPRSTDAGV (SEQ ID NO:14) 
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Human 

Mouse CCCACGTCCCGGGGAGCCACTGCCAGGACCTTTGTGAACCGGTCGGGGCG 

Human CGCCGCAGCCTCCGGAGTTGGCCGCAGACAAGAAGGGGAGGGA 

Mouse GGGGCCGTGGCGGAGTCTGCTCGGCGGTGGGTGGCCCGAGAAGGGAGAGA 

******** * * * * * * ***** ** 

Human GCGGGAGAGGGAGGAGAGCTCCGAAGCGAGAGGGCCGAGCGCCATGCGCC 
Mouse ACGATCGCGGAGCAGGGCGCCCGAACTCCGGGCGCC — GCGCCATGCGCC 

***** * ***** * * *** ************ 

Human GCGCCAGCAGAGACTACACCAAGTACCTGCGTGGCTCGGAGGAGATGGGC 

Mous e GGGCCAGCCGAGACTACGGCAAGTACCTGCGCAGCTCGGAAGAGATGGGC 

* ****** ******** ************ ******* ********* 

Human GGCGGCCCCGGAGCCCCGCACGAGGGCCCCCTGCACGCCCCGCCGCC 

Mouse AGCGGCCCCGGCGTCCCACACGAAGGTCCGCTGCACCCCGCGCCTTCTGC 
********** * *** ***** ** ** ****** ** **** * 

Human GCCTGCGCCGCACCAGCCCCCCGCCGCCTCCCGCTCCATGTTCGTGGCCC 

Mouse ACCGGCTCCGGCGCCGCCACCCGCCGCCTCCCGCTCCATGTTCCTGGCCC 
** ** *** * *** ************************ ****** 

Human TCCTGGGGCTGGGGCTGGGCCAGGTTGTCTGCAGCGTCGCCCTGTTCTTC 

Mouse TCCTGGGGCTGGGACTGGGCCAGGTGGTCTGCAGCATCGCTCTGTTCCTG 
************* *********** ********* **** ****** * 

Human TATTTCAGAGCGCAGATGGATCCTAATAGAATATCAGAAGATGGCACTCA 

Mous e TACTTTCGAGCGCAGATGGATCCTAACAGAATATCAGAAGACAGCACTCA 
** ** ******************* ************** ******* 

Human CTGCATTTATAGAATTTTGAGACTCCATGAAAATGCAGATTTTCAAGACA 

Mouse CTGCTTTTATAGAATCCTGAGACTCCATGAAAACGCAGGTTTGCAGGACT 
**** ********** **************** **** *** ** *** 

Human CAACTCTGGAGAGTCAAGATACAATVATTAATACCTGATTCATGTAGGAGA 
Mouse CGACTCTGGAGAGTGAAGACACAC -TACCTGACTCCTGCAGGAGG 

* ************ **** *** ******* ** ** ***** 

Human ATTAAACAGGCCTTTCAAGGAGCTGTGCAAAAGGAATTACAACATATCGT 

Mouse ATG71AACAAGCCTTTCAGGGGGCCGTGCAGAAGGAACTGCAACACATTGT 
** ***** ******** ** ** ***** ****** * ***** ** ** 

Human TGGATCACAGCACATCAGAGCAGAGAAAGCGATGGTGGATGGCTCATGGT 

Mous e GGGGCCACAGCGCTTCTCAGGAGCTCCAGCTATGATGGAAGGCTCATGGT 
** ****** * ** ** ** *** *** **** ********** 

Human TAGATCTGGCCAAGAGGAGCAAGCTTGAAGCTCAGCCTTTTGCTCATCTC 

Mous e TGGATGTGGCCCAGCGAGGCAAGCCTGAGGCCCAGCCATTTGCACACCTC 

* *** ***** ** * ****** *** ** ***** ***** ** *** 

Human ACTATTAATGCCACCGACATCCCATCTGGTTCCCATAAAGTGAGTCTGTC 

Mouse ACCATCAATGCTGCCAGCATCCCATCGGGTTCCCATAAAGTCACTCTGTC 
** ** ***** ** ********* ************** * ****** 
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Human CTCTTGGTACCATGATCGGGGTTGGGCCAAGATCTCCAACATGACTTTTA 

Mous e CTCTTGGTACCACGATCGAGGCTGGGCCAAGATCTCTAACATGACGTTAA 
************ ***** ** ************** ******** ** * 

Human GCAATGGAAAACTAATAGTTAATCAGGATGGCTTTTATTACCTGTATGCC 
Mouse GCAACGGAAAACTAAGGGTTAACCAAGATGGCTTCTATTACCTGTACGCC 
**** ********** ***** ** ******** *********** *** 

Human AACATTTGCTTTCGACATCATGAAACTTCAGGAGACCTAGCTACAGAGTA 

Mouse AACATTTGCTTTCGGCATCATGAAACATCGGGAAGCGTACCTACAGACTA 
************** *********** ** *** * ** ******* ** 

Human TCTTCAACTAATGGTGTACGTCACTAAAACCAGCATCAAAATCCCAAGTT 

Mouse TCTTCAGCTGATiGGTGTATGTCGTTA7\AACCAGCATCAAAATCCCAAGTT 
****** ** ******** *** ************************** 

Human CTCATACCCTGATGAAAGGAGGAAGCACCAAGTATTGGTCAGGGAATTCT 

Mouse CTCATAACCTGATGAAAGGAGGGAGCACGAAAAACTGGTCGGGCAATTCT 
****** *************** ***** ** * ***** ** ****** 

Human GAATTCCATTTTTATTCCATAAACGTTGGTGGATTTTTTAAGTTACGGTC 

Mous e GAATTCCACTTTTATTCCATAAATGTTGGGGGATTTTTCAAGCTCCGAGC 
******** ************** ***** ******** *** * ** * 

Human TGGAGAGGAAATCAGCATCGAGGTCTCCAACCCCTCCTTACTGGATCCGG 

Mouse TGGTGAAGAAATTAGCATTCAGGTGTCCAACCCTTCCCTGCTGGATCCGG 
*** ** ***** ***** **** ******** *** * ********** 

Human ATCAGGATGCAACATACTTTGGGGCTTTTAAAGTTCGAGATATAGATTGA 
Mouse ATCAAGATGCGACGTACTTTGGGGCTTTCATUVGTTCAGGACATAGACTGA 
**** ***** ** ************** ******* ** ***** *** 

Human GCCCCAGTTTTTGGAGTGTTA TGTATTTCCTGGATGTTTGGAAACAT 

Mouse GACTCATTTCGTGGAACATTAGCATGGATGTCCTAGATGTTTGGAAACTT 
****** **** *** ** ** **** ************* + 

Human TTTTTAAAACAAGCCAAGAAAGATGTATATAGGTGTGTGAGACTACTAAG 

Mouse CTTAAAAAAT GGA-TGATGTCTATACATGTGTAAGACTACTAAG 

** **** ** ***** **** ***** *********** 

Human AGGCATGGCCCCAACGGTACACGACTCAGTATCCATGCTCTTGA-CCTTG 
Mouse AGACATGGCCCACGGTGTATGAAACTCACAGCCCTCTCTCTTGAGCCCTG 
** ******** *** ***** ** ******* ** ** 

Human TAGAGAACACGCGTATTTACAGCCAGTGGGAGATGTTAGACTCATGGTGT 
Mouse TACAGGTTGTGTATATGTAAAGTCCATAGGTGATGTTAGATTCATGGTG- 
** ** * *** ***** * ** ********* ******** 

Human GTTACACAATGGTTTTTAAATTTTGTAATGAATTCCTAGAATTAAACCAG 

Mouse ATTACACAACGGTTTTACAATTTTGTAATGATTTCCTAGAATTGAACCAG 
******** ****** ************* *********** ****** 

Human ATTGGAGCAATTACGGGTTGAC-CTTATGAGAAACT-GCATGTGGGCTAT 
Mouse ATTGGGAGAGGTAT — TCCGATGCTTATGAAAAACTTACACGTGAGCTAT 

***** * ** ** ******* ***** ** *** ***** 
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Human GGGAGGGG TTGGTCCCTGGTCATGTGCCCCTTCGC 

Mouse GGAAGGGGGTCACAGTCTCTGGTCTAACCCCTGGACATGTGCCACTGAGA 
** ***** * ****** ******** ** * 

Human AGCT-GAAGTGGAGAGGGTGTCATCT-AGCGCAATTGAAGGATCATCTGA 

Mouse ACCTTGAAATTAAGAGGATGCCATGTCATTGCATAGAAATGATAGTGTGA 

* ** *** * ***** ** *** * * *** ** *** * *** 

Human AGGGGCAAATTCTTTTGAATTGTTACATCATGCTGGAACCTGCAAAAAA- 

Mouse AGGGTTAAGTTCTTTTGAATTGTTACATTGCGCTGGGACCTGCAAATAAG 
**** ** ******************* ***** ********* ** 

Human — TACTTTTTCTAATGAGGAGAGAAAATATATGTATTTTTATATAATATC 

Mouse TTCTTTTTTTCTAATGAGGAGA-AAAATATATGTATTTTTATATAATGTC 
***************** ************************ ** 

Human TAAAGTTATATTTCAGATGTAATGTTTTCTTTGCAAAGTATTGTAAATTA 

Mous e TAAAGTTATATTTCAGGTGTAATGTTTTCTGTGCAAAGTTTTGTAAATTA 
**************** ************* ******** ********** 

Human TATTTGTGCTATAGTATTTGATTCAAAATATTTAAAAATGTCTTGCTGTT 
Mouse TATTTGTC5CTATAGTATTTGATTC2VAAATATTTAAAAATGTCTCACTGTT 
******************************************* ***** 

Human GACATATTTAATGTTTTAAATGTACAGACATATTTAACTGGTGCACTTTG 

Mouse GACATATTTAATGTTTTAAATGTACAGATGTATTTAACTGGTGCACTTTG 
**************************** ******************** 

Human TAAATTCCCTGGGGAAAACTTGCAGCTAAGGAGGGGAAAAAAATGTTGTT 
Mouse TAATTCCCCTGAAGGTA-CTCGTAGCTAAGGGGGC — AGAA — TACTGTT 

*** * ***** * * ** * ******** ** * ** * **** 

Human TCCTAATATCAAATGCAGTATATTTCTTCGTTCTTTTTAAGTTAATAGAT 
Mouse TCTGGTGACCACATGTAGTTTATTTCTTTATTCTTTTTAACTTAATAGAG 
** * ** *** *** ******** ********** ******** 

Human TTTTTCAGACTTGTCAAGCCTGTGCAAA AAAATTAA 

Mouse TCTT-CAGACTTGTCAAAACTATGCAAGCAAAATAAATAAATAAAAATAA 

* ** ************ ** ***** **** *** 

Human AATGGATGCCTTGAATAATAAGCAGGATGTTGGCCACCAGGTGCCTTTCA 

Mouse AATGAATACCTTGAATAATAAGTAGGATGTTGGTCACCAGGTGCCTTTCA 
**** ** ************** ********** **************** 

Human AATTTAGAAACTAATTGACTTTAGAAAGCTGACATTGCCTkAAAAGGATAC 

Mouse AATTTAGAAGCTAATTGACTTTAGGA-GCTGACATAGCGAAAAAGGA-AC 
********* ************** * ******** *********** ** 

Human ATAATGGGCCACTGAAATCTGTCAAGAGTAGTTATATAATTGTTGAACAG 

Mouse ATAATAGGCTACTGAAATCTGTCAGGAGTATTTATGCAATTATTGAACAG 
***** *** ************** ***** **** **** ******** 
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Human GTGT — TTTTCCACAAGTGCCGCAAATTGTACCTTTT TTTTTTTTT 

Mouse GTGTCTTTTTTTACAAGAGCTACAAATTGTAAATTTTGGTTTCTTTTTTT 
**** **** ***** ** ********* **** * ******* 

Human CAAAATAGAAAAGTTATTAGTGGTTTATCAGCAAAAAAG TCCAATTT 

Mouse TCCCATAGAAAATGTACTA-TAGTTTATCAGCCAAAAAACAATCCACTTT 
******** ** ** * ********** ***** **** *** 

Human T-AATTTAGTAAATGTTATCTTAT ACTGTACAATAAAAACATTGCCT 

Mous e TTAATTTAGTGAAAGTTATTTTATTATACTGTACAATAAAAGCATTGTCT 
* ******** ** ***** **** ************** ***** ** 

Human TTGAATGTTAATTTTTTGGTACAAAAA-TAAATTTATATGAAAACCTGAA 

Mouse CTGAATGTTAATTTTTTGGTACAAAAAATAAATTTGTACGAAAA AA 

************************** ******* ** ***** ** 

Human AAAAAAAACAAAAAAAAAAA (SEQ ID NO:l) 

Mouse AAAAAAAAAAAAAAAAAAA- (SEQ ID NO: 15) 

******** ********** 
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human MRRASRDYTKYLRGSEEMGGGPGAPHEGPLH-APPPPAPHQPPAASRSMF 

mouse MRRASRDYGKYLRSSEEMGSGPGVPHEGPLHPAPSAPAPAPPPAASRSMF 
******** **** ***** *** ******* ** *** ********* 

human VALLGLGLGQWCSVALFFYFRAQMDPNRISEDGTHCIYRILRLHENADF 

mouse LALLGLGLGQWCSIALFLYFRAQMDPNRISEDSTHCFYRILRLHENAGL 
. ************* .***.************** ^ ***.********** ^ . 

human QDTTLESQDTKLIPDSCRRIKC2AFQGAVQKELQHIVGSQHIRAEKAMVDG 
mouse QDSTLESEDT — LPDSCRRMKQAFQGAVQKELQHIVGPQRFSGAPAMMEG 

**.****.** .******.******************.. **..* 

human SWLDLAKRSKLEAQPFAHLTINATDIPSGSHKVSLSSWYHDRGWAKISNM 
mouse SWLDVAQRGKPEAQPFAHLTI N AAS I PSGSHKVTLSSWYHDRGWAKI SNM 

*★**.*.** ************. .********.**************** 

human TFSNGKLIWQDGFYYLYANICFRHHETSGDLATEYLQIJMVYVTKTSIKI 

mouse TLSNGKLRVNQDGFYYLYANICFRHHETSGSVPTDYLQLMVYWKTSIKI 
*.***** ********************** # . ^ *.********_ 

human PSSHTLMKGGSTKYWSGNSEFHFYSINVGGFFKLRSGEEISIEVSNPSLL 

mouse PSSHNLMKGGSTKNWSGNSEFHFYSINVGGFFKLRAGEEISIQVSNPSLL 
************ ********************* .******.******* 

human DPDQDATYFGAFKVRDID ( SEQ ID NO: 2) 

mouse DPDQDATYFGAFKVQDI D ( SEQ ID NO: 16) 

**************.*** 
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KLEAQPFAHLTINATDIPSGSHKVSLSSWYHDRGWiUCISt^TFSNGKLIVNQDGFYYLYANICFRHHETSGDIA 
E R L IL E 

TEYLQLMVYVTKTSIKIPSSHTLMKGGSTKYWSGNSEFHFYSI^GGFFKLRSGEEISIEVSNPSLLDPDQDAT 
SI I T R E 

YFGAFKVRDI D ( S EQ ID NO: 8) 



FIG. 11 



